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BOTULINUM TOXIN (TYPE A); INCLUDING A STUDY OF 
SHAKING WITH CHLOROFORM AS A STEP IN 
THE ISOLATION PROCEDURE^ 


CARL LAMANNA, HENNING W. EKLUND/ and OLIVE E. McELROY^ 

Camp Detrick, Frederick, Maryland 

Received for publication March 6, 1046 

The tjrpe A toxin of Clostridium hotulinum has been isolated and crystallized. 
It has proved to be a heat-coagulable protein having the solubility properties of 
a globulin. A step-by-step description of the purification procedure has been 
reported elsewhere (Lamanna et aL, 1946). It is the object of the present paper 
to review some of the data which support the validity of the method and to 
discuss the properties of the toxin at various stages of purity. Special attention 
is devoted to shaking with chloroform as a method for the isolation of a protein. 
Abrams et at (1946) have also reported a method for the purification of this 
toxin. 

In 1928 Snipe and Sommer reported the concentration of the toxin from the 
medium by acid precipitation. Subsequently Sommer (1937) found that the 
toxin could be extracted from the precipitate of acid-treated whole culture by 
resuspension of the acid precipitate in 1 per cent (0.075 m) sodium acetate solu¬ 
tion at pH 6.5 and centrifugation at this pH value to remove the bacterial cells 
and other insoluble matter, Carr 3 dng the purification beyond these first two 
steps has made possible the final isolation of the toxin. The new steps include 
extraction of the toxin from the acid precipitate of whole culture by resuspension 
in a mixture of molar sodium chloride and 0.075 m sodium acetate at pH 6.5, 
shaking with chloroform, reprecipitation with acid, and fractionation by salting 
out with ammonium sulfate in the presence of molar sodium chloride at controlled 
pH values. 

The Hall strain of type A Clostridium hotulinum was used because of its con¬ 
sistent high-titer production of toxin. The medium, prepared in 16-liter lots 
in 5-gallon pyrex carboys, was composed of 0.3 per cent casein (tech, grade), 
0.5 per cent glucose, and 1 per cent alkaline-treated corn steep liquor (47 to 52 
per cent solids) adjusted to pH 7.2 before sterilization. Sterilization was ac¬ 
complished by holding the carboys for 1 hour in the autoclave after the steam 
pressure had risen to 15 pounds. The quantity of casein used was the minimum 
amount that would support a high yield of toxin (800,000 to 1,500,000 MLD^ 
per ml). Incubation at 34 C was conducted for 80 hours, after which time no 

^ Studies conducted at Camp Detrick, Frederick, Maryland, from June, 1944, to De¬ 
cember, 1945. 

2 Ensign, USNR. 

sLt. (j.g.), USNR. ■ 

4 MLD refers to intraperitoneai injection into 20-gram white mice (=fc2 g) of the least 
amount of material killing all mice tested within 4 days. 
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fiirtlier increase in toxin titer could be expected. A more complete discussion 
of the factors concerned in the production of toxin in this type of medium will 
be found in the paper by Lewis and Hill (1946). The successful use of this 
economical and highly complex nonsynthetic medium for the isolation of a 
bacterial toxin shows that synthetic media are not absolutely necessary for this 
purpose. Of far greater importance is the use of a bacterial strain'that will 
produce an abundance of toxin. 

Acid precipitation of the 80~hour culture was effected by bringing the pH to 

3.5 with 2 N hydrochloric acid. It is rather remarkable that concentrated 
hydrochloric acid (sp gr 1.09) could be used at this stage without any apparently 
harmful effect. Usually, 20 five-gallon carboys of culture were prepared at one 
time, and the acid precipitates from each were pooled for further processing. 

For recovery of the toxin from the acid mud the use of an extractive solution 
of a mixture of molar sodium chloride and 0.075 m sodium acetate, instead of 
acetate alone as recommended by Sommer (1937), was found to be superior for 
two reasons. In the first place the efficiency of extraction can be increased by 
raising the pH. The toxin, however, is extremely sensitive to pH values above 

6.5 to 7.0 at room temperature, the temperature at which the present work was 
done. It was found that the sensitivity to alkali was decreased by the addition 
of a variety of inorganic salts including sodium chloride, sodium sulfate, ammo¬ 
nium sulfate, magnesium sulfate, and monobasic ammonium phosphate. At the 
same time the increased salt concentration brought more toxin into solution 
relative to the total amount of redissolved nitrogenous compounds. Table 1 
illustrates these relationships using 0.075 m sodium acetate and 20 per cent 
saturation wdth sodium sulfate as contrasted examples. Secondly, the presence 
of molar sodium chloride reduces to about half the degree of saturation with 
ammonium sulfate required for salting out the toxin at all pH values studied 
(4.0 to 7.0). The lesser amount of ammonium sulfate required for salting out 
results in less extraneous protein and nucleic acid accompanying the toxin. 

SHAKING WITH CHLOROFOEM IN THE PURIFICATION OF TOXIN 

It has been a common observation (Sevag, 1934; Sevag and Smolens, 1941) 
that shaking protein solutions with chloroform will cause the appearance of a 
gel that that can be centrifuged off. In this fashion it is possible to deproteinisie 
solutions. The influence of chloroform shaking on the dissolved toxin in the 
acetate extract of the acid precipitate of whole culture was studied. The purpose 
of the -work was to attempt to separate the toxin from other proteins. This was 
at a stage in the investigation wffien the evidence was not complete that the toxin 
w’-as a protein. It soon developed that a valuable function could be served by 
chloroform shaking, namely, the pH of acid precipitation of the toxin in 0.075 
M sodium acetate could be changed to 5. This permitted separation of the toxin 
from inert proteins and nucleic acid soluble at this pH. 

When chloroform was shaken with the toxin solution and centrifuged, three 
layers resulted: a top toxic solution, an intermediate layer of toxic protein gel, 
and a bottom layer of excess chloroform. In the refrigerator a toxic aqueous 
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solution was liberated from the gel. The syneresis permitted niaximum recovery 
of toxin from the cliIorofoiTxi-proteiii gel. 

A study was undertaken of some of the variables influencing toxin recovery 
after chloroform shaking. Equivalent samples of acetate (0.075 m) extracts of 
acid mud were adjusted to different pH values and shaken by hand with one- 
foiirtii their volumes of cp chloroform for 5 minutes in corked flasks. The 
mixtures were centrifuged and separated into three layers: a top aqueous laA'er, 
a middle layer of gelatinous material, and a bottom layer of excess chloroform. 
Toxin titers and pH determinations indicated that, depending on the pH of the 

TABLE 1 


Influence of pH and salt concentration on the extraction of toxin from an acid precipitate 
of whole culture, and its subsequent stability 


pH 

DILUTION IN MILLIONS OF SOLUTION KILLING 20-GEAM MICE 

MG 

NITROGEN 
PER ML 
SOLUTION 

Extraction 

On 3 days’ 
storage 

After extraction 

After 3 days at room 
temperature 

After 10 days at room 
temperature 

S 

10 

20 

5 

10 

20 

5 

10 

20 

0.075 M N 

a-acetate 











6.5 

6.6 

4/4* 

4/4 

0/4 

4/4 

4/4 

1/4 

0/4 

0/4 

0/4 

0.706 

6.5 

6.55 

3/4 

3/4 

0/4 

3/4 

3/4 

3/4 

0/4 

0/4 

0/4 

0.760 

8.5 

7.45 

4/4 

3/4 

0/4 

0/4 

0/4 

0/4 




0.854 

8.5 

7.4 

2/4 

3/4 

2/4 

0/4 

1/4 

0/4 




0.875 

8.5 

7,3 

4/4 

4/4 

1/4 

0/4 

0/4 

0/4 




0.909 

9.5 

7.7 

4/4 

4/4 

0/4 

0/4 

0/4 

0/4 




0.919 

9.5 

7.65 

3/4 

4/4 

0/4 

0/4 

0/4 

0/4 




0.944 

9.5 

1 7.6 

4/4 

4/4 

0/4 

0/4 

0/4 

0/4 




0.955 

20% sat. Na 2 S 04 











6.5 

6.7 

4/4 

2/4 

0/4 

4/4 

4/4 

1/4 

3/4 

3/4 

0/4 

0.571 

6.5 

6.6 

3/4 

3/4 

0/4 

4/4 

4/4 

4/4 

2/4 

3/4 

0/4 

0.577 

8.5 

7.4 

4/4 

4/4 

4/4 

4/4 

3/4 

0/4 




0.798 

8.5 

7.5 

3/4 

4/4 

3/4 

4/4 

4/4 

3/4 




0.668 

8.5 

7.5 

4/4 

4/4 

3/4 

3/4 

4/4 

3/4 




0.654 

9.5 

7,9 

4/4 

4/4 

3/4 

4/4 

4/4 

4/4 




0.681 

9.5 

7.9 

3/4 

3/4 

4/4 

4/4 

4/4 

4/4 




0.728 

9.5 

7.8 

4/4 

4/4 

4/4 

4/4 

4/4 

3/4 




0.757 


no. of mice killed 
no. of mice injected 


extract before shaking, the toxin was detoxified, remained active and in solution, 
or remained active and precipitated as a part of the gel. Thus acetate extracts 
adjusted initially to pH values of 6.8, 6.5, 6.15, 5.9, 5.7, and 5.45 rose to pH 
7.4, 7.08, 6.6, 6.1, 5.8, and 5.52 after shaking. With a starting pH of 5.7 or 
lower, active toxin tended to come out in the gel. Between pH 5.7 and 6.5 the 
bulk of the toxin remained active and in solution. When the pH after shaking 
was 6.5 or greater, the toxin did not come down with the gel, but tended to be 
detoxified and to remain in aqueous solution. 

The observed change in pH that accompanies the chloroform shaking is in- 
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fliieneed by the buffer capacity of the medium. Thus, by shaking under a COg 
atmosphere the direction of the change can be reversed. The degree to which 
the pH change occurs when COa is employed was found to be dependent upon 
tlie concentration of the sodium acetate present in the solution, Table 2 il¬ 
lustrates the findings with COg. 


TABLE 2 


InjluencQ of CO 2 on pH change accompanying chloroform shaking 




pH OE ACETATE EXTRACT 


ATMOSPHEIE 

molaeity oy 

j SODITJM ACETATE 

Before shaking 

After shaking 

pH OE GEL* 



Before removing 
gel 

After removing 
gel 


0 

0 

0.75 

6,5 

6.39 





[6.1 

5,55 

5.7 

5.7 


0.075 

to.45 

6.07 

i 




[6.7 

5.9 

6.05 


Air 

0.075 

6,1 

6.4 

6.35 

6.18 

N 2 

0.075 

6.1 

6.37 

6.35 

6.15 


* Resuspended to original volume in distilled water. 


TABLE 3 

Influence of NaCl on the chloroform-shaking step in toxin purification 


CONCENTRATION OP 

NaCl 

GASEOUS ENVIRONMENT 
DURING SHAKING 

pH BEPORE SHAKING 

pH APTER SHAKING 

TOXIN TITER OP 
EXTRACT AS PERCENT¬ 
AGE RECOVERED 



6.8 

7.0 

1 

0 

Air 

6.7 

6.8 

0.4 



6.5 

6.65 

100 


1 

6.0 

6.1 

so 

Molar 

0 

0 

6.8 

5.0 

100 



6.58 

6.6 

100 



6.5 

6,5 

90 


Air 

6.5 

1 6.5 

100 



5,55 

1 5.6 

100 



5.0 

5.0 

100 

2 Molar 

CO 2 

6.5 

5,9 

4 


Air 

6.5 

6.5 

90 


Salt concentration also plays a role. Addition of sodium chloride to molar 
concentration extended the pH range at which the toxin solution mjght be shaken 
with chloroform with recovery of active toxin in the aqueous phase, and de¬ 
creased the extent of the pH change accompanying shaking (table 3). Too few 
runs were tested at 2 m sodium chloride to draw any conclusions; but if the tests 
are indicative, this concentration has a narrower pH range for recovery of active 
toxin in the aqueous phase than has the molar concentration. 

When detoxification occurs by reason of shaking with chloroform,at a high pH 
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value, althougli a loss in pharmacological activity is noted, an equivalent loss 
in ability to combine with commercially prepared horse antitoxin is not evident. 
Tests on batches of acetate extract simUaiiy treated, except for differences in 
shaking conditions, that resulted in losses as great as 87 to 97 per cent of the 
toxicit}^ did not show differences in flocculation values. These toxin solutions 
did not precipitate normal horse serum, which was used as a control. If the 
detoxified toxin still capable of combining with antitoxin has immunizing prop¬ 
erties, toxoid formation has occurred. This problem is being studied in further 
investigations. 

An experiment was performed to determine the effect of repeated shakings 
with chloroform. Forty ml of solution of toxin, 'which had been purified by 
two shakings with chloroform and had an LD50 of 20 million per ml, were brought 
to pH 5.0 and shaken for 15 minutes with 10 ml of freshly distilled chloroform 
under an atmosphere of carbon dioxide. A considerable amount of gel was re¬ 
moved by centrifugation. This process was repeated 8 times with fresh chloro¬ 
form. The gel resulting from the third shaking was the most voluminous, after 
which the gels became continually smaller in amount. On titrating for toxin 
after the sixth and ninth shakings with chloroform, the water layer was found to 
contain less than 200,000 LD50 per ml. Hence, there is almost a complete 
removal of toxin from the solution upon repeated chloroform shakings. This is 
essentially the procedure that would be used for complete deproteinization of 
solutions. 

The gel formed hy shaking with chloroform. When the acetate extract is shaken 
with chloroform, some protein comes down in the gel. The pH at which shaking 
takes place evidently affects the kind of protein being brought down. This 
point is illustrated in the following experiment: A batch of 0.075 M sodium 
acetate extract was divided into eight 50-ml samples. Each sample was adjusted 
to a different pH in the range between 7 and 3.25. Then each batch was shaken 
under air with one-fourth its volume of cp chloroform for 5 minutes. 
After centrifugation to remove excess chloroform and the gel, the resultant 
aqueous supernatant was brought do\vn with acid to the pH at which turbidity 
became evident. The data are recorded in table 4 and show that, the higher the 
pH at which the acetate extract is shaken, the higher the pH at which acid- 
precipitable material appears upon adding acid after the shaking. Thus, shaking 
with chloroform results not only in a new acid precipitation range for the toxin, 
but in addition removes material which is acid-precipitable at a higher pH than 
the toxin. That the removal of such material is incomplete in the single shaking 
is illustrated by the last vertical column of table 4, which records the pH to which 
the chloroform-shaken acetate extract had to be raised in order to effect complete 
disappearance of turbidity after its initial appearance resulting from lowering 
of the pH. 

The actual amount of solids removed by two shakings with chloroform was 
found to be between and ^ of the solids by weight. Therefore, the im¬ 
portance of chloroform shaking in the purification procedure would not seem to 
lie in the amount of extraneous material removed from solution. 
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In the case of gelatin solution, the effect of pH and gelatin concentration on the 
percentage of solids removed from solution into the gel with a single chloroform 
shaking was determined. For the concentration range from 0.5 to 3.0 per cent 
there was a greater percentage removal of gelatin at Ioav concentrations than at 
higher concentrations. In the range from pH 3.5 to 8.5, pH was a minor factor, 
with a trend toward greater removal at the lower values. 

Change in pH of acid precipitation of toxin after chloroform shaking. Soon after 
studies were started on chloroform shaking, it was observed that, after shaking, 
the pH of acid precipitation of the toxin from 0.075 m acetate extract had changed 
from 3.5 to 5. The following experiment firmly established this fact. Sodium 
acetate (0,075 m) extract of acid mud was shaken twice with one-fourth its volume 
of freshly distilled chloroform. After shaking and centrifuging, the toxicity of 
the aqueous phase was 10,000,000 MLD per ml. The mixture was brought 

TABLE 4 


Influence of pH of chloroform shaking on the removal of acid-precipilahle material into the gel 





AFTER CHLOROFORM SHAKING 

SAMPLE 

pH AND TURBIDITY BEFORE 
CHLOROFORM SHAKING 

pH AND TURBIDITY 

Acid added 

Then 

alkali added 

AFTER CHLOROFORM 
SHAKING 

pH of first 
appearance 
of turbidity 
or increase 
of turbidity 

Clearing to 
control on 
pH reversal 

pH of 
complete 
clearing of 
solution 

1 

6.96 Not turbid 

7.2 None 

5.5 

above 7^* 

above 7’*' 

2 

6.5 Not turbid 

6.62 None 

5.4 

above 7* 

ai)ove 7*** 

3 

6.0 Not turbid 

6.06 Slight ! 

5.4 

6.0 

6.S 

4 

5.5 Slight 

5.6 Slight 

5.2 

5.6 

above 7* 

5 

4.95 Pronounced ! 

5.0 Pronounced 

4.2 

5.0 

5.9 

6 

4.5 Pronounced 

4.57 Pronounced 

3.9 

5.1 

6.6 

7 

4.02 Pronounced 

4.08 Slight 

3.4 

4.7 

5.9 

8 

3.25 Precipitate formed 

3.3 None 

2.4 

3.4 

3.4 


* pH above 7 was completely out of the, buffer range bo that a slight adilitioii of alkali 
resulted in uncontrolled large changes of pH. 


successively to the following pH values: 5.8, 5.4, 5.0,4.0,4.0, and 3.4. At each 
pH it was centrifuged and the precipitate redissolved in 0.075 wt sodium acetate 
solution. The toxicity and nitrogen content of the redissolved precipitates are 
shown in table 5. 

It appears that shaking a sodium acetate extract of toxin mth chloroform 
changes the pH of acid precipitation so that practically complete recovery of 
toxin is possible at pH 5.0. In terms of nitrogen content this acid precipitation 
procedure yields material that is five times as pure as that obtained after chloro¬ 
form shaking. Four successive steps, namely, acid precipitation of culture, 
extraction of acid mud, chloroform shaking, and precipitation at the new value of 
pH 6, result in a product which, bn the basis of nitrogen content, is more than 50 
per cent pure. 
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Nature of the action of chloroform shaking. It seems desirable to formulate 
a hypothesis to explain the shift in pH at which toxin is precipitated after chloro¬ 
form shaking. If we assume that the pH of minimum solubiltiy is the isoelectric 
point, the change might be supposed to be in the electric charge carried by the 
toxin molecule. Shaking with chloroform obviously induces a change either in 
the toxin or in its environment that must account for the new acid range of 
precipitation. Inasmuch as the toxin remains pharmacologically active and 
capable of reacting with antibody, the evidence is more for a change in the 
character of the environment than in the toxin itself. If the toxin were associ¬ 
ated in some way (adsorption?) with an extraneous protein, modification of 
the character of the associated protein hy denaturation might well account for the 


TABLE 5 

Change in ‘^isoelectric poinV^ of toxin upon shaking with chloroform 


TREATMENT 

REDISSOLVED PfiECIPTTATE 

MG NITROGEN 
PER MLD 

(X 10-8) 

% PURirrCATION 
OP THE STEP IN 
TERMS OF MG 

N/mld 

MLB per ml 
(millions) 

Mg nitrogen 
per ml 

Chloroform shaking 

10 

0.67 

6.7 


Precipitate at pH 





5.8 

<1 

Negligible 



5.4 

<1 

0.01 



5.0 

1 10 

0.135 

1.35 

1 500 

4.6 

<1 

0.035 



4.0 

<1 

0.066 



3.4 

<1 

0.11 



Total nitrogen from precipitates 


0.356 



Supernatant at 3.4 

0.02 

0.307 



Total nitrogen recovered 


0.663 



pH 5.0 precipitate purified by salt¬ 

7.5 

0.078 

1.04 

23 

ing out at 40% saturation with 





(NH4)2S04 





Crystalline toxin 



0.83 

21 


* Acetate extract shaken with chloroform and precipitates collected at various pH values 
and titrated. Before chloroform shaking the bulk of the toxin is precipitated at pH 3.5. 


change in acid solubility properties of the toxin. Shaking most proteins with an 
organic solvent, such as chloroform, would result in denaturation. For ex¬ 
traneous protein to be denatured without affecting the toxin indicates that 
botuliniis toxin has a greater resistance to surface denaturation by chloroform 
than have most proteins. 

Our view is that on acid precipitation of the culture, as the pH drops, the toxin 
becomes associated with extraneous protein. Upon the redissolution of the acid 
precipitate at pH values above 5.5 (the exact pH will probably vary with the kind 
and quantity of salt present), the complex dissociates. When shaken with 
chloroform at this stage, extraneous protein is denatured and a portion removed 
in the gel, so that when the pH is again lowered association of toxin with ex¬ 
traneous protein does not take place anew. Hence, toxin can be precipitated at 



8 


LAMANNA^ EKLUND, AND McELEOY 


[VOL. 52 


a new pH value in its true isoelectric range. Shaking at acid pH values at wiiicli 
the toxin is associated mth other proteins results in the active toxin coming down 
with the denatured protein into the gel. If this working hypothesis is correct, it 
should be possible to separate the toxin from other proteins by salting out toxin 
from extracts of acid muds at pH values at which the toxin is not associated with 
other proteins. Such salted-out toxin, when redissolved in the absence of the 
extraneous proteins, should then be acid-precipitable in a new pH range. In 
short, it should be feasible to eliminate chloroform shaking. 

This possibility was tested. By repeated precipitation at 20 to 30 per cent 
saturation mth ammonium sulfate, from 0.075 m acetate and 1 m sodium chloride 
extract of an acid mud at pH 6.5 to 6.8, it was possible to obtain toxin which was 
acid-precipitable from 0.075 m sodium acetate at pH 5. Before these precipita¬ 
tions material precipitable at 5 per cent saturation w'as discarded. 

ComMning the extraction and chloroform-shaking steps into 07ie step. If the 
hypothesis presented is valid, there is no reason wdiy extraction and chloroform 
shaking of the acid mud should not be combined into a single step by resuspending 
the acid precipitate of whole culture in a salt solution and shaking at an ap¬ 
propriate pH value. Tests suggested that the two steps could be combined into 
one. The concentration of various salts and the nature of the salt influenced the 
recovery of active toxin in the aqueous supernatant after centrifugation of tlie 
gel resulting from chloroform shaking. Thus, 0.7 m NaCl proved superior to 
0.5 M MgS 04 at pH 5.5 to 6.5. At pH 6.5 or higher, little recovery of active toxin 
was obtained, but flocculation tests revealed almost quantitative recovery of 
material capable of combining with commercial antitoxin. 

In one experiment the influence of varying the NaCl concentration at initial 
pH values of 4.5, 6.0, and 8.0 was tested. The salt was added to 50-ml samples 
of resuspended acid mud, w^hich were shaken with 12.5 mi of cp chloroform in air 
for 5 minutes and centrifuged. After the shaking, the pH values had changed 
from the initial values of 4.5, 6.0, and 8.0 to 4.5, 6.5, and 7.0. As a control, 
toxin recovery by extraction alone was determined. At pH 4.5 the solution of 
molar or lower salt concentrations contained more toxin than those with, higher 
concentrations. At pH 6.0 the solutions with salt concentrations below 2 3^i 
were of equal toxicities. Although at pH 6.0 the total toxin in solution seemed 
to be independent of salt concentration, the ratio of toxin to total nitrogen in 
solution varied with salt concentration. This indicates that salt concentration 
can be controlled to decrease the amount of extraneous nitrogenous material 
being brought into solution. Toxin recovery equal to that from extraction alone 
was possible. Thus combination of the extraction and the chloroform shaking 
into a single step was included as a part of the purification procedure. At pH 
8 recovery of active toxin was poor for all concentrations of salts employed. In 
further expeiiments it was determined that the best range for maximum recovery 
of toxin from an acid precipitate of whole culture, with least total nitrogen in 
solution, was at a pH adjusted before chloroform shaking in air between 5.0 and 
6.0. Flocculation tests on solutions that were shaken at pH 5.0 and 6.5 showed 
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though the difference in toxicity was at least a hundredfold. Again it was 
demonstrated that when chloroform shaking destroys toxicity it does not neces¬ 
sarily^ destroys antitoxin combining po'wer. 

INFLUENCE OF SALTS ON THE ACID PRECIPITATION OP TOXIN 

It has been observed repeatedly that acid precipitation of toxin is dependent on 
salt concentration. This is true of the extract of acid mud both before and im¬ 
mediately after the chloroform-shaking step in the purification procedure. In 
one experiment a 16-liter culture was precipitated with hydrochloric acid, and a 
portion of the acid mud extracted with 230 ml of 0.075 m sodium acetate solution 
at pH 6.5. The extracted toxin was reprecipitated at pH 3.5, and the precipitate 
resuspended to the original volume in 10 times (0.75 m) the concentration of 
sodium acetate originally used for extraction. The solution w'as shaken under 
COa with 55 ml of cp chloroform for 5 minutes, during which time the pH dropped 
to 6.4. The 219 ml of toxin solution recovered by centrifugation were slowly 
acidified. No noticeable precipitate appeared until pH 4.15 was reached. At 
pH 4.0 the mixture w^as centrifuged, and the precipitate collected and dissolved 
in 0.075 M sodium acetate solution at pH 6.6. From this solution the bulk of the 
toxin precipitated at pH 5. In 0.75 m acetate the toxin precipitated in the pH 
range of 4.1 to 3.5. Diluting a 0.75 m sodium acetate toxin solution 10 times 
resulted in toxin precipitation at pH 5. These results were duplicated when 
toxin solutions, purified beyond the chloroform-shaking step, were used and when 
sodium chloride and ammonium suKate were tested. 

In short, it appears that increasing the salt concentration of an extract of toxic 
acid mud from whole culture does not prevent the appearance of a new isoelectric 
range after chloroform shaking and further purification by the method described. 
At all stages of purity of the toxin the range for acid precipitation is dependent 
on salt concentration. Increasing salt concentration seems to spread and lower 
the pH range of acid precipitation. 

CRYSTALLIZATION OF TOXIN 

The method of cry^stailization has been described (Lamanna et aL, 1946), 
It is necessary, however, to emphasize more recent experience which shows 
that the addition of salts, such as ammonium sulfate, sodium sulfate, and mag¬ 
nesium sulfate, in sufficient quantities to reduce solubility and induce crystal¬ 
lization, though useful, is not essential. By carefully adding at room tem¬ 
perature the smallest amount of 0.075 m sodium acetate adjusted to pH 6.5 that 
will completely dissolve amorphous toxin and then lowering the temperature,r it 
is possible to obtain crystals almost immediately. In several instances slow 
evaporation at room temperature has also resulted in crystallization. With 
some batches of purified toxin, crystals have appeared at room temperature while 
the amorphous material was going into solution. This phenomenon is probably 
related to the great difference in solubility that exists between amorphous and 
crystalline material. The latter fact has also caused experimental difficulties 
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in attaining repeated recrystallization. Irrespective of tlie manner in wliicli 
crystals have been obtained they have had the same needlelike shape» 

In terms of the number of mouse MLD present in the original motlier ciiltiirej 
the yield of crystalline material by the present method has v.aried from 5 to 20 
per cent. It is estimated that no more that 800 milligrams of toxin arc present 
originally in one carboy containing 16 liters of culture; of this, 40 to 160 milli¬ 
grams can be recovered. 

Recrystallization. Recrystallization has been performed in two wtiys: (a) 
Crystals are redissolved at room temperature in a minimum amount; of distilled 
water made alkaline (pH 7.5 to 8.5). The solution when placed in the refriger¬ 
ator yields crystals. Because of the sensitivity of the toxin to alkali this method 
is probably less preferable than the following, (b) Crystals are suspended in a 
solution of molar sodium chloride and 0.075 m sodium acetate at pH 4.0. The 
suspension is dialyzed against the same solvent for several days in tlic refrigerator. 
Undissolved material is centrifuged off. The toxin is then salted out witli am¬ 
monium sulfate at refrigerator temperature. The precipitated toxin is re¬ 
dissolved at room temperature in the least possible amount of 0.075 m sodium 
acetate at pH 6.6, and crystallization is attempted by any of the nietliodvS pre¬ 
viously described. 

The crystals of the toxin appear to be needle-shaped plates which do not retain 
their shape on drying. No evidence for birefringence has been found. When 
crystals are growm on a glass slide by covering a drop of a suspension of crystals 
with a cover slip and permitting the solvent to evaporate at the edges, the plate- 
like character of the shape is emphasized. The greatest growtli appears in 
width. The kinds of appearances are illustrated in figures 1 and 2. 

SOME PROPEETIBS OP PURE TOXIN 

The pure toxin is a white, odorless, nondialyzable solid. Solubility is a 
function of temperature, pH, and salt concentration. Dialysis of a dilute salt 
solution against distilled water is accompanied by a decrease in solubility. 
Electron microscope pictures of the toxin molecule taken by Robley C, Williams 
of the University of Michigan, using formalin-treated crystalline toxin, show a 
single molecular species, nearly spherical in shape, wnth an estimated size al:)out 
one-sixth that of the influenza virus, or slightly smaller than the hemocyanin 
molecule. These data check with estimates of molecular weiglrt based on 
diffusion coefficient measurements utilizing the membrane diffusion method 
(Lamanna et aL, 1946). 

The pure toxin gives a positive reaction in the common qualitative tests for 
protein. To date the presence of at least 14 amino acids has been detected. 
All the classes of amino acids are represented. The presence of small amounts of 
phosphorus (0.045 per cent) and sulfur is indicated. Chemical studies of the 
nature^of the toxin are still in'progress, and will be published in the future. 

Tozicity, To determine the toxicity of the pure, toxin it has been necessary to 
abandon the MLD as a statement of absolute potency and to substitute an LDSO 
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Ficj. 1. Crystals of Botitlinus Toxin, Typk A, Illustrating the Appearanoe op 
Crystals Coming Out op Solution prom a Supersaturated SoLirTioN of 
Amorphous Toxin. X 450 



Fig. 2. (Totals of Botulinus Toxin, Type A, Grown prom Smaller Ones by' 
Evaporation op Solvent from the Edges of a Cover Slip Plaged on a Glass 
Slide over a Drop op a Suspension op Crystals. X 450 

Note that the ratios of length to width of the crystals pictured in figures 1 and 2 are not 
the same. Great variation in the size of crystals has been observed for different batches 
of the toxin. Photos taken by Gapt. D. H. Ferris, AUS. 


measure based on a statistically valid titration (Bliss, 1935). Amorphous, 
crystalline, and recrystallized materials have been determined to have the same 
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toxicity \\ithin the iirniiiS of erroi* of the mouse titration. F<)r 11k‘ 2()--^Ta,in w hite 
mouse, 0.000082 j>;a.mma of toxin equals one Tj 1)50 by th(‘ in(j’iip('ritou(‘al roiitio 
Tliis figure is based on the finding that there a,i’e 220 million 111)50 pea- inilligraju 
of toxin lutrogeip and that the nitrogen (‘onient of purc^ toxin is 1 1.8 pen* cend. 
18i(‘ hitter figure was determined for toxin dried to c.oustant wanght; in a, vacuum 
d(‘si(‘(aitor ovei* P-llr, after having been dialyzed free of salts. Fhc' ML!) of flu* 
pure toxin is approximately 0.00005 gamma. Idus figure does not. inivi^ tlu* 
statistical validity of that for the LD50. 

Befoi'e acid precipitation the cultures grown in the 0.3 per cent caschi medium 
contain about 135 million LD50 per gram of diy solids. The potimcy of [)U!*(^ 
toxin indicates that the isolation procedure results in about a 240-f()i(l f)iu'i- 
fi cat ion. 

For the 20-gram white mouse thei'C would appear to l)e 82 billion intra,- 
peritoneal LD50 per giaim of dry toxin. This figure makes botuliims toxin 
the most potent poison known. In comparison with inorganic a,nd simiiha* 
oi'ganic poisons this is all the more impi’essive when the a(*,tual number of mole¬ 
cules is considered. The toxin has a molecular weight in the neighborhood of a 
million. Thus a simpler substance of molecular weight 1,000 with a, similai* 
potency on a wnight ]>asis wnuld actually be 1,000 times less poisonous. 

If wn assume that the average person weighs 75 kilograms (somewliat on tlu^ 
heavy side), and that man is of the same order of susceptibility as the mousep 
only 3,750 times more toxin, or 0.12 gamma, would be reciuircd for one ld )50. 
It is, therefore, logical to believe that the reported instances of death, resulting 
from mere tasting of spoiled foods are actual fact. If the foods contained 
100,000 mouse JVIIjD per ml, only 0.037 ml wxjuld be required to causes deulh. 
Food containing 1 million Mid) per ml, a not impossible figure, c^onsumed to 
the extent of 0.0037 ml would bo fatal. From these considerations it is to 
understand that, even if absorption from the alimentary i.ract wow, (^xi.r(^m{*ly 
poor, ingestion of amazingly small (piantities of contaminated food migld, result 
in toxemia. 

The small quantities of toxin required for poisoning lend imports,to in¬ 
vestigations designed to gain information alxnit the structures iind esonfiguralion 
of the molecule that may explain the extreme toxicity. Siiesh studies hav(s b(^(sn 
initiated.*''' Denatination accompanied b^Moss in solubility invariably hunts !,o 
detoxification. This implicates the molecule as a wdiolc in phiying a. rohs in 
toxicity. The pure toxin is readily detoxified by surfaese d(.natura,tion. ddiis 
is an interesting observation because under specified conditions tlus impure* iasxin 
can be shaken vigorously with chloroform with impunity. The toxin is sensitive* 
to alkali. In this connection the presence of fairly large ({uantities o! bcla- 
hydroxyamino acids (about 11 per cent) may have significance. A, dissimilar 
array of chemical substances can cause detoxification. Among tliese ivre (ie)pper 
sulfate, phenol, thymol, hydroquinone, ketene, and ethylene. Some in(*<omplete 
evidence has been obtained which indicates pai*tial dete)xificati()n by carbon 
monoxide. 


^ E. J. Schaiil.z, H. J. Buohlor, and D. H. Bornor are paiihapadng in iiuusc* hI.u<H(*h. 
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SUMIVIARY AND CONCULSIONS 

A rnetiiod for puriiying and crystallizing type A botulinus toxin has been 
discussed. 

Extraction of the toxin from an acid precipitate of whole culture is determined 
by the pH of the extracting solvent. The efficiency of extraction and the 
stability of the toxin are influenced by the concentrations of salts present. 
Shaking an extract of acid precipitate of culture with chloroform results in the 
formation of a protein gel. Depending on the pH and concentrations of salts 
present, the toxin is detoxified, or remains active and in solution, or remains 
active and composes a part of the gel. Shaking with chloroform at a high pH 
value (6.S+) results in detoxification with no equivalent loss in antitoxin com¬ 
bining power. During the shaking the pH changes, the direction and the extent 
of the change depending on the nature of the buffers present and the salt con¬ 
centration. After being shaken with chloroform, toxin is recovered which is 
acid“precipitable in a new isoelectric range. A hypothesis to explain this 
finding is discussed. 

Increasing the salt concentration seems to spread and lower the pH range of 
acid precipitation of the toxin at all stages of purity. 

The pure toxin is a protein with the solubility properties of a globulin. An 
LD50 for the 20-gram white mouse contains 4.5 X 10"^ mg of nitrogen; there are 
about 32 billion intraperitoneal LD50 per gram of dry toxin. On the basis of 
dry weight, the pure product is approximately 240 times more potent than the 
toxin in the original mother culture. 
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The organism known as the ‘^acne bacillus’’ in medical literature was first 
observed by Unna (1896) in histological sections of acne comedones, but 
Sabouraud (1897) was the first to cultivate this organism successfully in pure 
culture from the contents of acne pustules. Subsequent studies on the etiology 
of acne vulgaris by Gilchrist (1900, 1903), Hall6 and Civatte (1907), Hartwell 
and Streeter (1909), Fleming (1909), Sudmerson and Thompson (1909), and 
Molesworth (1910) indicated that the acne bacilli were morphologically similar 
to the corynebacteria but differed markedly from these organisms in shelving a 
strong preference for anaerobic conditions. Gilchrist (1900) named the organism 
Bacillus acnes, whereas Bergey et aL (1923) placed it in the genus Corynebacterium 
because of its morphological relationship to the members of this group. 

Our interest in these organisms became aroused following the observation of 
Weiser and Gunter (1942) of this laboratory that samples of human blood plasma 
destined for a civilian plasma bank contained anaerobic diphtheroids as one 
of the principal contaminants. These workers were able to show that such 
organisms occurred on normal skin and probably gained entry into the blood 
plasma as the result of ineffective skin disinfection preceding venipuncture. 

The anaerobic diphtheroids isolated from plasma and skin seemed to fit the 
general description of Corynebacterium acnes (Bergey et aL, 1939), but, as the 
inclusion of such organisms in the genus Corynebacterium seemed questionable 
to us, we considered it worth while to make a comparative study of a series of 
isolates and the available authentic cultures of C. acnes in an attempt to clarify 
their taxonomic position. It also seemed desirable to obtain quantitative data 
on the occurrence of these organisms on normal human skin. 

CXJLTTJEES EMPLOYED 

Cultures of C. acnes, numbers 6919, 6920, 6921, and 6923, were obtained from 
the American Type Culture Collection. These cultures were originally obtained 
from the National Collection of Type Cultures, England, and had been isolated 
from clinical cases of acne vulgaris. In addition, 27 cultures of anaerobic 
diphtheroids were isolated from the skin of ten normal subjects, 4 cultures from 
different samples of human blood plasma, and 1 culture from a clinical case of 
acne vulgaris. 


CULTUEE MEDIUM 

The medium recommended by the U. S. Office of Civilian Defense for sterility 
testing of blood plasma supports a fair growth of all strains, but because of acid 
production the pH soon becomes limiting in this poorly buffered medium and 
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growth ceases. A highly buffered modification of this medium supports a lux¬ 
urious growth of all strains and is recommended for isolation and routine culture 
work. The modified medium has the following composition: bacto peptone, 
2 per cent; bacto yeast extract, 0.5 per cent; glucose, 1.0 per cent; KH2PO4, 
2 per cent; B, B. L. sodium thioglycolate, 0.10 per cent; and agar, 0.05 per cent, 
or 1.5 per cent, depending upon whether a fluid or solid medium is desired. The 
pH should be adjusted to about 7.1 before sterilization and will be about 6.8 after 
sterilization. Considerable darkening of the medium takes place during auto¬ 
claving, but this has no apparent adverse effect upon the growth of the organisms. 

ISOLATION PROCEDURE AND OCCURRENCE ON NORMAL SKIN 

The isolation of cultures from normal skin and the estimation of the relative 
numbers of these organisms on skin were accomplished as follows: An area of 
about 2 square inches of skin on the upper arm was scraped with a sterile Bard- 
Parker blade moistened in sterile saline, and the skin scrapings were transferred 
to n, sterile mortar containing 5 ml of sterile saline and some fine sand. After 


TABLE 1 

The occurrence of anaerobic diphtheroids on normal skin 


SUBJECT 

NUMBER OR COLONIES EXAMINED 

% ANAEROBIC diphtheroids 

i 

E. F. 

45 

40 

J. F. 

28 

14 

V. E. 

43 

9 

E. J. 

33 

33 

R. W. 

48 

60 

G. D. 

27 

78 

P. M. 

48 

10 


thorough maceration, dilutions of the resulting suspensions were plated, using the 
medium described above, and incubated under hydrogen in a Mclntosh-Pildes 
jar for 4 days at 37 C. Plates which showed well-separated colonies were counted, 
and all of the colonies from the counted plates were streaked and stabbed on 
deep butt agar slants of the same composition as the plating medium. After 
4 days^ incubation at 37 C, all of the resulting transfers were examined by gram 
staining and inspected for growth in the stab and on the slant. Anaerobic 
diphtheroids were readily recognized by their morphology and by the fact that 
growth occurred only in the stab and never on the slant. The flora of the skin 
of 7 individuals was examined in this way, and the occurrence of anaerobic diph¬ 
theroids, expressed as a percentage of the total skin flora capable of developing 
uhder anaerobic conditions, is tabulated in table 1. As anaerobic diphtheroids 
accounted for from 9 to 78 per cent of the total skin flora capable of growth under 
these conditions, it is obvious that organisms of this type constitute a significant 
part of the normal skin flora. The remainder of the flora of the subjects ex¬ 
amined by us consisted almost entirely of nonpigmented facultatively anaerobic 
micrococci. 
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TheocciiiTenceof anaerobic diphtheroids on normal individuals was first noted 
by Love joy and Hastings (1911), who found these organisms to occur in large 
numbei-s and in almost pure cultures in the sebum expressed from the sebaceous 
glands around the folds of the nose. We have made no isolations from this 
source, Init the examination of gram stains of such material has served to verify 
tlie observations of those ^corkers. In all probability the normal habitat of these 
organisms is the sebaceous glands of the skin, and in areas such as those around 
the nose where the glands are large and very active in secreting sebaceous material 
the organisms occur in great abundance. 

DESCRIPTION OF STRxXINS 

Relation to temperature and oxygen. The optimum temperature for growth is 
approximately 37 C, and at this temperature the maximum crop is reached in 



Fig. 1. StRxUn 22. Negative Stains op Four-Day-Old Slant Cultures Incubated 
( a) Anaerobically and (b) Aerobically. X 970 

liquid media in 3 to 4 days. No growth occurs at 45 C, and grovdh at room 
tempei*ature is extremely slow. 

All strains show a marked preference for anaerobic conditions, although growth 
consisting of a few isolated colonies can usually be olitained on slant cultures 
exposed to the air if a heavy inoculum is used. Six strains, however, have con¬ 
sistently failed to grow aerobically, but on the other hand one strain has been 
found to grow almost as well aerobically as anaerobically, xkpparently a wide 
range of oxygen tolerance occurs within this group, but there appears to be no 
correlation betAveen the relation to oxygen and other characteristics. 

Morphology. All strains, wdien examined from fluid or anaerobic slant cultures, 
present a similar morphological picture, the organisms ranging from small, 
plump rods to ellipsoids Avhich tend to occur in pairs Avith the cells joined at a 
slight angle (figure la). The size of the individual cells in gram stains from such 
cultures is approximately 0.4 to 0.5 by 0.8 to 0.9 microns. 

C-ells from aerobic slant cultures appear to be someAvhat longer and more 
pleomorphic than those in anaerobic cultures, but the differences in morphology 
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under tliese tw^o condiiioiis are, in most cases, slight. An occasional stra.iii, 
liowever, will show' marked dilTerenc(‘S in morphology IxdAVcaai aei'obic and an- 
aerol)ic. (uilturcs, cells from aerobic cultures ])eing much long-er a,nd swollen or 
(iuh-sliaped, and sometimes showing what seems to l>e rudimentary braiiciiing 
(tigiiix' lb). Sucli morphology is somewiiat similar to that found normally in llu^ 
corynebacteria axid has previously been ix^ported for (!. acncs l)y (hkiirist (1908 ) 
a,11(1 Sudmerson and Thompson (1909), This etfect of oxyen on ihe morpliology 
is very much lik(^ that described ])y van Niel (1928) for the propionic, acid bac.txaia. 
wiiich show^ marked pleornorphism in aerobic cultures. 

All strains are strongly gram-positive, Pindospores are not formed, and 
motility is alisent. 

A'ppcw'ance of (jraiutli on solid and liquid 7nedia. Surface colonies on str(^a,k(Hl 
plates after 4 to 5 days of anaerol)ic incubation are circular, i-aised, smooib, 
glistening, and have an caitire edge. The size varies from 1.5 to 4.0 mm in 
diameteix Tlie color oi’ the colonics is cgiite characteristic, for after 4 to 5 days 
of incubation there is a faint but definite tinge of pink, wdiich intensili(^s upon 
furthei' incubation to a pale salmon pink. 

Iji(|uid (ailtures containing 0.05 per cent agar tend to develop at fii’st as small, 
discrete colonies, especially if started from small inocula, l)ut this [phenomenon 
tends to become obscured upon further growth of the culture. The scHlinumied 
cells of such cailtures appear cream-colored at fii*st, but, like colonies on a,gar 
plates, become a pale salmon pink upon further incubation. 

Biochemical Reactions 

Utilization of ca/rhon compounds. As the examination of glucose^ Ipixpth culi uix'S 
reveak'd that large amounts of vcjlatile acid are produ(‘.ed, acid production was 
us('d as a critcu’ion of the utilizalion of various carbon compounds. Vola/tik' axid 
production, winch in a highly buffenxi mcxlium containing 1,0 pea* (xad. giucos(^ 
fre(iu(mtly cxiualcMl 10 ml of m/IO acid pew 10 ml of mcMlium, was dciermincMl by 
direct ill,ration of the cult'Urc^s, by titration of stcaim distillah's, or by notation of 
the cH)k)r ciiange of an indic*ator inc.orporahal int.o the medium. /Vs the' results 
obtained wxax' found to be ((ualitafivciy die same regardk^ss of the, mcihod usc^d, 
the latter procxidui'c w'as choscai, excerpt in the c.as(‘ of la,c.i,at^c^, bcaxtusc^ of its 
simplicity. The' utilization of lactate wais dcdermincMl by visual caimiia.rison of 
the growth in the basal medium alone a,ii(l in thc^ basal mcHlium containing lact at e*, 
and in several caisc^s liy volatile acid determinations. 

The basal medium used for determining acid production liy thc^ indicator 
method contained 2.0 per cent peptone, 0,5 per (‘.ent yeast extract-, 0.5 pea* (‘cait- of 
the carbon compound, 0.1 pei' cent sodium thioglycolate, 0.05 per cent agar, and 
Andrade’s indicator. The medium w^as sterilized in 10-ml amounts in tubcps 
containing small inverted vials for gas traps. Incubation wars in air at 37 C for 
7 days. The results are summarized in table 2. It can be seen that several (join- 
pounds are fermented wdth the production of acid but no visible gas, and altliough 
the organisms can be separated into 4 groups on the basis of the (‘aihon cuim- 
pounds fermented, ^Ye have been unable to correlate these fermentation gtxiups 



1946] 


TAXONOMIC POSITION OP COBYNEBACTEEIUM. AGNES 


19 


with the sources of the cultures, or other characteristics, and therefore attach no 
taxonomic significance to them. 

Liquefaction of gelatin. Gelatin is liquefied in 10 days at 37 C by all strains in 
peptone yeast-extract phosphate glucose gelatin “deeps.^^ 

Litmus milk. Standard litmus milk was exhausted by steaming, cooled, 
inoculated, and layered with sterile vaspar. All strains produced a rennet curd 
after about 2 weeks’ incubation at 37 C, followed by a slow peptonization of the 
casein. 

Reductmi of nitrates. All strains reduce nitrates to nitrites in peptone yeast- 
extract phosphate glucose thioglycolate broth containing 0.2 per cent KNO 3 . 

Production of indole. About one-half of the strains produce indole in tryptose 
jT-east-extract phosphate glucose thioglycolate broth. 

Catalase reaction. Strongly positive for all strains. 

Hemolysis. All strains produce beto-hemolysis on peptone yeast-extract 
glucose phosphate agar containing 5.0 per cent by volume of citrated human 
blood. 


TABLE 2 

The utilization of carbon com,pounds 


GKOUP 

NUMBER OF 
CULTURES 

GLUCOSE 

MANNOSE 

1 

GALACTOSE 

FRUCTOSE 

GLYCEROL 

MANNITOL 

MALTOSE 

I 

27 

+ 

+ 

+ 

+ 

4- 

_ 

— 

11 

6 

4- 

+ 

+ 

4- 

-f 

4- 


III 

3 

*4" 

+ : 

4- 

4- 

-- 


— 

IV 

1 



— 

4 . j 

4- 

— 



None of the cultures utilized lactate, arabinose, sucrose, lactose, raffinose, salicin, inuiin, 
or starch. 

+ ” acid production but no visible gas. 


Although the 37 strains show certain differences in their cultural characteris¬ 
tics, we can see no logical basis for their separation into more than one group 
and consequently consider them closely related, if not identical. It thus seems 
justifiable to conclude that the strains isolated from the skin, blood plasma, 
and cases of acne vulgaris belong to a single species that is now known as Coryne- 
bacterium acnes. The question of the inclusion of tliis organism in the genus 
Corynebacterium^ however, will be discussed after a consideration of the nature 
of its catabolic process. 

NATXTKE OF THE FERMENTATION OF GLUCOSE 

Nothing has been reported concerning the nature of the fermentation produced 
by Corynehacterium acnes beyond the routine observation by several workers 
that acid but not gas is produced from certain carbohydrates. It is evident, 
however, from the fact that only a negligible amount of growth takes place in 
the absence of sugars that sugar fermentation represents the principal mode of 
energy liberation for this organism. The significance of the nature of the fermen- 
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tation in the classification of facultative and anaerobic bacteria has been empha“ 
sized by Ifluyver and van Niel (1936) and Barker and Haas (1944), although 
this important point is frequently not appreciated by bacteriologists. 

The general morphological picture, the relation to oxygen, and the fact that 
volatile acids are produced in the fermentation of glucose suggested a close 
relationship between Corynebacterium acnes and the propionic acid bacteria. 
To identify the volatile acids produced by C. acnes analyses were made by means 
of the ^Yerkinan (1931) partition method using the systems ethyl ether and water 
and isoprop^d ether and water. The results indicated the presence of propionic 
and acetic acids in the ratio of 1.7 to 2.2 parts of propionic to 1 part of acetic 
acid. The presence of propionate in concentrated solutions of the sodium salts 
of the volatile acids was verified microchemically by the characteristic appear¬ 
ance of the mercurous salt (Klein and Wenzl, 1932), but attempts to demonstrate 
acetate by means of the mercurous salt or by the formation of sodium uranyl 

TABLE 3 


The fermentation of glucose by Corynehacterium acnes^ strain A.T.C.C. 69^0 



mM 

MILLI-ATOMS 

CAEBON 

MILLI-EQUIVALENTS 
OF available 
HYDROGEN* 

Glucose. 


67.20 

268.8 

CO 2 . 

+7.10 

7.10 

0 

Acetic acid. 

+8.15 

16.30 

65,2 

Propionic acid. 

+13.85 

41.45 

191.2 

Total recovery. 


64.85 

256.4 

% Recovery. 


96.5 

95.3 

0/R index... 


1. 

02 


* Calculated according to the method of Barker (1936). 
t (—) — product used; (-h) ~ produced produced. 


acetate (Hein, 1932) failed because of interference by the propionate. In order 
to demonstrate conclusively the presence of acetate, the acetic and propionic 
acids were separated by the azeotropic distillation procedure of Schicktanz 
et al (1940). After this had been accomplished, acetate was easily detected 
by either of the microchemical reactions just mentioned. 

That fixed acids are not formed in appreciable amounts in the fermentation 
of glucose was demonstrated by the fact that practically all of the acid produced 
could be accounted for in the acids volatile in steam. In some cases a small 
amount of nonvolatile acid is apparently produced, but because of the amounts 
involved its identity has not been determined. 

Neutral volatile products were shown to be absent by applying the usual 
microchemicai tests to distillates obtained from neutralized cultures. 

Although no visible gas is formed in ordinary cultures, COrformation could 
be demonstrated either by culturing in Eldredge tubes, or by collecting the gases 
over mercury from 500 ml of culture contained in an all-glass fermentation vessel 
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The gas produced in the latter procedure was shown to be pure CO 2 by the fact 
that it was completely absorbed by 5 per cent KOH. 

Although the qualitative analyses indicated that Corynebacteriuin acnes 
produces a propionic acid fermentation of glucose, it was desirable to verify this 
conclusion by means of quantitative experiments. This was accomplished by 
analyses of cultures grovn in large Eldredge tubes containing 200 ml of 0.18 N 
Ba(OH )2 in one compartment for the absorption of CO 2 , and 250 ml of culture 
medium containing 1.0 per cent glucose in the second compartment. Because 
of the interference of sodium thioglycoiate in the determination of reducing 
sugars, it was necessary to omit this substance from the medium, otherwise the 
medium was as previously described. Incubation was at 37 C under an atmos¬ 
phere of oxygen-free nitrogen for a period of 10 days, after which time the 
fermented medium and an uninoculated control were analyzed. The results 
of such an experiment, using C. acnes A.T.C.C. no. 6920, are presented in table3 
and demonstrate clearly that this organism produces a propionic acid fermenta¬ 
tion, as practically all of the carbon and available hydrogen in the glucose 
fermented can be accounted for in carbon dioxide, propionic acid, and acetic 
acid. Less extensive work with the remainder of the cultures indicates that all 
strains produce the same type of fermentation of glucose. 

DISCUSSION 

C. acnes and a second anaerobic diphtheroid, C. lymphophilum, were placed 
in the genus Corynebactervimi by Bergey et ah (1923) purely on the basis of 
morphological considerations. C, lymphophilum was isolated by Torrey (1916) 
from abnormal lymph glands, and although the original cultures are no longer 
available for study, it seems highly probable from Torrey’s description of this 
organism that it is identical with (7. acnes. 

On a morphological basis C, acnes might be placed in either the genus Corym- 
bacterium or the genus Propionihacterium, for these two groups have certain 
morphological features in common. Two facts, however, indicate that C. acnes 
is much closer to the propionic acid bacteria than to the cor 3 niebacteria. First, 
the nature of the catabolic process clearly relates C. acnes to the propionic acid 
bacteria. It is true that Tasman and Brandwdjk (1938) found propionic acid 
to occur as a product of sugar dissimilation by C. diphtheriae. In the Tomcsik 
strain studied by these workers propionic acid accounted for 30.3 to 49.9 per 
cent of the glucose fermented, and in the Bandoeng strain, 5.9 to 6.6 per cent. 
The fermentations studied by Tasman and Brandwijk were conducted under 
highly aerobic conditions, however, and may not be representative of the cata¬ 
bolic process of these organisms under strictly anaerobic conditions. Fujita 
and Kodama (1934) and Friedemann (1^40), on the other hand, did not report 
the presence of propionic acid in the anaerobic fermentation of glucose by C. 
diphtheriae, but indicated that the principal dissimilation products produced 
were lactic, acetic, formic, and succinic acids, and ethanol. Although it is 
somewhat difl&cult to reconcile the conflicting results of these workers, it seems 
reasonable to conclude that the typical mode of sugar fermentation by C, 
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dipMheriae is not a propionic acid fermentation, although propionic acid may be 
formed under certain conditions or by certain strains. 

Secondly, the effect of oxygen in either completely or strongly inhibiting 
growth of (7. acnes markedly distinguishes this organism from the typically 
aerobic coryiiebacteria and relates it to the propionic acid bacteria, wiiicli also 
show a decided preference for anaerobic conditions. 

In view of the foregoing considerations we feel that C. acnes shows far stronger 
aiSnities to the genus Propionibacterium than to the genus Corynebacteriumj 
and suggest, therefore, that this organism be transferred to the former genus as 
Propionibacterium acnes (Gilchrist) Douglas and Gunter cojnb. ?ioik Such a 
transfer would require a modification of the diagnosis of the genus Propioni- 
bacterium (Bergey et al., 1939) to exclude the phrase “ferments lactic acid.^’ 

The strains of P. acnes studied here seem to form a homogeneous group that 
can be differentiated from other species of Propionibacieriim on the following 
bases: 

(1) Optimum temperature. Previously described species of PTopionibacterium 
have an optimum temperature of 30 C, whereas P. acnes has an optimum of 37 C. 

(2) Gelatin liquefaction, action on milk, and nitrate reduction. None of the 
previously described species of Propionibacterium liquefy gelatin or digest milk, 
and only one species, P. pentosaceum, reduces nitrates. 

(3) Lactate fermentation. All previously described species of Propionibacterium 
ferment lactate, but P. acnes does not ferment this substance. 

(4) Habitat. To the best of our knowledge, P. acnes has been isolated only 
from man, whereas practically all other species of Propionibacterium have been 
isolated from dairy products. 


SUMMARY 

The organism previously known as Corynebacterium acnes is transfeived to the 
gcmm Propionibacterium, as P. acnes, on the basis of its relationship to oxygen 
and the nature of its catabolic process. 

P. acnes occurs on normal human skin, where it constitutes a significant part 
of the skin flora. 


ACKNOWLEDGMENTS 

The authors wish to acknowledge the assistance of Mr. Edward L. Foubert, 
Jr., in some of the experiments, and the assistance of Dr. Waldemar F. Kirch* 
heimer, King County Tuberculosis Hospital, in furnishing clinical material 

REFERENCES 

Barker, H. A, 19t36 On the fermentation of some dibasic C 4 -'acids by AMohacter aero- 
gems. Proc. Koninkl. Akad. Wetenschappen Amsterdam, 39,3-12. 

Barker, H. A., and Haas, Victoria. 1944 Butyrihacteriurn, a new genus of gram-posi¬ 
tive, non-sporulating anaerobic bacteria of intestinal origin. J. Bact., 47, »301-305. 
Berget, D. H., et al. 1923 Bergey^s manual of determinative bacteriology. 1st ed. 
Williams and Wilkins, Baltimore. 



1946 ] 


TAXONOMIC POSITION OF COEYNEBAGTERIUM ACHES 


23 


Bergey, D. H., et al. 1939 Bergey^s manual of determinative bacteriology. BtK ed. 
Williams and Wilkins, Baltimore. 

Fleming, Alexander 1909 On the etiology of acne vulgaris and its treatment by vac¬ 
cines. Lancet, I, 1035-1038. 

Friedemann, T. E. 1940 Carbohydrate metabolism of Oidiumlactis said Bacillus suhtilis 
in complex carbohydrate-rich culture medium. Proc. Soc. Exptl. Biol. Med., 43, 
148-151. 

Fujita, a,, and Kodama, T. 1934 Studies on the energy producing functions of patho¬ 
genic bacteria. Kitasato Arch. Exptl. Med., 11, 87-131. 

Gilchrist, T. C. 1900 A bacteriological and microscopical study of over 300 vesicular 
and pustular lesions of the skin, with a research upon the etiology of acne vulgaris. 
Johns Hopkins Hosp. Kept., 9, 409-430. 

Gilchrist, T. C. 1903 The etiology of acne vulgaris- J. Cutaneous Diseases, 21,107-120. 
Hall^i, J., and Civatte, A. 1907 Contribution k la bact^riologie des glandes s4bac4es. 
Ann. dermatol. syphilig,, 4 S4rie, 8, 184-188. 

Hartwell, H. F., and Streeter, Edward C. 1909 Bacillus of acne—B. acnes. Boston 
Med. Surg. J., 161, 882. 

Klein, G. 1932 Handbuch der Pflanzenanaiyse. Zweiter Band, Spezielle Analyse. 
Julius Springer, Vienna. 

Klein, G., and Wenzl, H. 1932 Der mikrochemische Nachweis fliichtiger Fettsauren 
in der Pflanze. II. Mikrochemie, 11, 73-130. 

Kluyvee, A. J., and van Niel, C. B. 1936 Prospects for a natural system of classification 
of bacteria. Zentr, Bakt. Parasitenk., II, 94, 369-403. 

Lovejoy, E. D., and Hastings, J, W. 1911 Isolation and growth of the acne bacillus. 
J. Cutaneous Diseases, 29, 80-82. 

Molesworth, E. H. 1910 The cultural characteristics of the microbacillus of acne. 
Brit. Med, J., 1,1227-1229. 

Sabouraitd, R. 1897 La seborrhee grasse et la pelade. Ann. inst. Pasteur, 11, 134-169. 
Schicktanz, S.' T., Steele, W. I., and Blaisdbll, A. C. 1940 Analyses of mixtures of 
aliphatic acids; simultaneous qualitative and approximate quantitative determination. 
Ind, Eng. Chem., Anal. Ed., 12, 320-324. 

SuDMERSON, H, J., AND THOMPSON, E. T. 1909 The cultivation and biological characters 
of Bacillus acnes. J. Path. Bact., 14, 224-229. 

Tasman, A., and Brandwije:, A. C. 1938 Experiments on the metabolism of the diph¬ 
theria bacillus. II. J. Infectious Diseases, 63, 10-20. 

Torrey, John C. 1916 Bacteria associated with certain types of abnormal lymph glands. 
J. Med. Research, 34, 66-80. 

Unna, P. G. 1896 Histopathology of the diseases of the skin. From Molesworth, E. H., 
Brit. Med. J., 1, 1227, 1910. 

U. S. Office of Civilian Defense. A technical manual on citrated human blood plasma, de¬ 
tailing its procurement, processing and use. Washington, D. C. 

VAN Niel, C. B. 1928 The propionic acid bacteria. Thesis. Delft. 

Weiser, II. S., and Gunter, Shirley E. 1942 Unpublished observations. 
Webkman,C.H. 1931 Determination of organic acids. IV. A method for the provisional 
identification and quantitative determination of two fatty acids in a mixture. Iowa 
State Coll. J. Sci., 6,121-126. 




THE SEPARATION OF DIFFERENT STRAINS OF BACTERIOPHAGE 
FROM A CRUDE CULTURE 

J. KLECZKOWSKA 

Rothamsted Experimental Station^ Harpenden^ Herts, England 
Received for publication February 1, 1946 

The bacteriophages studied in the present investigation were obtained directly 
from the soil by means of a strain of pea Rhizobium Ph. The crude culture of 
the phage, which was designated S 2 P 11 , has been the subject of two previous 
papers (Kleczkowska, 1945a, 19456). This phage, when supplied to different 
strains of Rhizobium, produced plaques on susceptible bacteria that differed 
in mean numbers and size according to the bacterial strain used. This suggested 
that phage S 2 P 11 might represent a mixture of different strains of phage. This 
paper describes several such strains isolated from phage S 2 P 11 by means of suc¬ 
cessive passages through different susceptible bacterial strains and by cultivation 
from a single plaque. 


MATERIAL AND METHODS 

The method of obtaining bacteriophage S 2 P 11 , of its cultivation on liquid 
medium or on agar plates (using the poured plate technique), and also the origin 
of bacterial strains are described in the preceding papers (Kleczkowska, 1945a, 
19456). 

Antisera to different phage cultures were produced by 6 intravenous injections 
into rabbits of 1.5 ml of liquid phage culture. The animals were injected twice 
a week and bled 8 to 10 days after the last injection. Five-tenths per cent of 
phenol was added to the sera to prevent development of any bacterial contamina¬ 
tion. 

Inhibition tests were made by adding antisera at different dilutions to samples 
of phage cultures diluted 1:100 with sterile medium. The mixtures were incu¬ 
bated for 1 hour at 25 C and added in a ratio of 1:10 to 24-hour liquid bacterial 
cultures. These were either incubated for 48 hours at 25 C, after which the 
absence of lysis was considered as an evidence of inhibition of lytic activity of the 
phage, or they were plated as described previously and incubated for 48 hours 
at 25 C, the plaques then being counted. Total absence of plaques, or a large 
decrease in their numbers, indicated an inhibiting infiuence of the antiserum , 

RESULTS 

Phage S 2 P 11 , as originally isolated from soil on the strain of pea nodule bacteria 
Pii, develops plaques of very unequal sizes. This inequality is brought out 
more clearly when the percentage of agar used in the plating medium is reduced. 
The frequency distributions of plaque diameters obtained with phage S 2 P 11 on a 
range of agar concentrations are shown graphically in figure L 

An attempt was made to separate the large from the small plaque phage by 
isolation from single plaques. A sjnaU and a large plaque were cut out, and 
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Fig. 1. Percentage Frequencies of Plaque Size Produced by Phage S2Pi)i in 
Different Agar Concentrations 


6o 



Fig. 2. Frequencies of Plaque Diameters of Phage Isolated from a Large and e-'bom 
A Small Plaque on a Plating of Phage 'SsPn 

each was put into a 24-hour liquid culture of Pu bacteria. After 48 hours of 
incubation, when both cultures became clear, platings were made and the 
resulting plaques measured. The frequencies of plaque sizes, shown in figure 2, 
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iiidi(*at(.Hl i.hat some Repara,tion had lieen effected. The two cleared cultures, 
from which tliis plating had been made, were subcult\ired in fresh 24-hour 

/04c/ iiu; plaque n uuil)ei\^ produced hij dijj’crenl phage strains on different strains of host bacteria 


N VMI', oi.' -I'H K NAMK OP THE I'H VGF. STRAIN.-^ 

liArTERlAi: _ . _________ 


STRAIN 1 

S J’ii-! UuKit i>luqiu; 

SA'l.i 

S;:2U272 

sni7 

S’.'Pii cruJ 

Pu 

;ioo 

125 

135 

120 

100 

(d: 

none 

100 

57 

none 

<0.1 

20272 

noiK^ 

73 

100 

none 

<0.1 

:U7 

not. tosled 

none 

none 

100 

15 


^ ^ I I o . 'a 

O c ^ 0 m TTo 




Ci. 3 Pkaje 

Uhl ;U Frkquknoies op Plaque Diameters of Three Phage Strains 

biwitcriiil (uiltiircis, iind a second set of platings were made. Then, however, 
identical pliuinc size distrilmtions, characteristic of the small plaque phage, were 
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obtained. This illustrates the difficulty of isolating* the large plaque pliage, 
owing to the likelihood that the large plaque will contain some small |)la(|i!e 
phage. It is, however, possible to obtain strains of phage giving only largi^ and 
only small placiues, respectively, by repeated isolations trom pla([ues, ('oinbiiical 
with the use of two hacderial hosts having different snsceptlhiliti(‘s. 1 his was 
done in the following experiment. 



Fig. 4. S2PII2 Large Piaque Pbaijk 


Two large plaques were cut from a plating of phage 821^1 on Ihi baeixu'ia. 
One of these was placed in a 24'-hour liquid culture of Pn bacteria and tlu; ot Iko* 
in the similar culture of clover nodule bacteria, strain Cl^ Aftm* 48 hours of 
incubation, each culture w^as plated on both strains of host baiiteria. Tlu) phage 
from the Pn liquid culture produced a mixture of large and small pla(|ues wh<m 
plated on Pn bacteria, but produced only small plaques on Cb bacteria, Mdie. 
phage from the Cb liquid culture produced only small phu|ues on both liost 
bacteria. By several successive passages through Pu bacterial (iuli/urirs, witli 
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isolations from large plaques every time, a phage strain was obtained that 
produced only large plaques on Pn and that would not grow on CI3 bacteria. 
By a similar process and with CI 3 as the host bacteria, a strain of phage was iso¬ 
lated that produced only small plaques on both Pn and CI3 bacteria. 

By similar methods using strains 20272 of clover bacteria and strain 317 of 
pea bacteria, two other strains of phage were separated from the crude phage 
S 2 P 11 . A comparison of all four isolated phage sti*ains is given in table 1, which 



Fig. 5. Ss-CU Small Plaque Ph.vge 


shows the relative number of plaques developed by suspensions of each phage 
plated on different bacterial hosts, in percentage of the plaque numbers formed 
with the organism used to isolate the strain of phage. 

The four strains of phage also differ characteristically in their plaque sizes. 
The histograms in figure 3 show the percentage freciuencies of plaque diameters 
of three of these phage strains plated on each of the three bacterial strains used 
to separate them. Each strain of phage has a characteristic size of plaque 
(figures 4 and 5). 
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Three of the separated phage vstrains ha's'e been found diffieiilt to niaiiitain in 
culture. This is particularly the case Avitb the large placiuc^ sti'afni \vhi(‘h uais 
separated on Pn bacteria. It has not been found possible to kec^p this st.ra/iii 
for more than a few transfers to fri^sh bacterial (‘ultin'(^s. T!u‘ pliage sf^rtiiii 
developed on bacterial strain 20272 died out after a iew we(‘ks. Howiu'ci’, 
that developed on bacterial st-rain Ch was k(‘pt foi- about, a. y(‘a.r lu'lhrc^ it, dicul 
out. 

A second strain of phage was developed by cultun^ of S 2 PH phag(‘ on (hj 
])acteria. This differed from the first strain isolated on this host, by gro\ving 
very poorly on the C'b bacteria and by producing still inou' minute |)hi([U(\s on 
them. It was found, however, that this phage strain grew well on (*]o\an‘ nodule^ 
1)a(‘teria of strain A and on the pea strain 317, forming al)undant ])ku}U(‘s on 
these 1)acteria. This phage strain, which was named S 2 A, lias lieen foun<l to \)e 
easily maintained in the lal)oratory. It produced veiy minute [){a,(|U(‘s in 1 p(‘r 
cent agar, which were difficult, to (‘ouiit and measure. Plaques of iiKaisurahk* 
size w(U‘e, however, produced in 0.7 per cent agar, and their mean dia.m<‘ter on 
diiTerent liost bacteria is shown in table 2. This phage [irodinxMl |)la.(}U(\s of 
different sizes according to the bacterial hosts. 

TABI.b 2 


Characteristic plaque sizes of phage /S 2 /I for different bacterial slrains 



NAMK OI’ THK UAt THHIAL S'l RAINS 


A ' 

Clover 3 Pii M7 

lOianicicr of the plaques of phage B‘>A in mni. 

1.2 

0.5 1.8 1.0 



Tlie separation of phage strains SoPui (largc^ placpie), SoPl;^, ^220272, Sod 17, 
and S 2 A from the crude SoPn, }-)hage rescnnbles a, mere sulidivision of an original 
mixt.ure of strains by se]e(dion on the different host liactcuaa,. After scqiarat ion 
ilu^y all retained the power of attacking the original host, bacteria, strain Pn. 

Jhirnet el al, (11)37), working with eoIi-dysentery phag('s, found it. possible^ to 
classify these into a small number of serological types, but, (waui a.mong t.lie m<un» 
liers of one type, phages (mmpletel}^ identical serologi(;a.lly w(U‘e s(uu*c(dy <‘v<w 
found. It seemed interesting to discover whether the st rains s(‘}>a.ra:t.(Ml from a, 
single crude phage differed from (axch other serologicailly. 

The phage S 2 P 11 and the two phage strains S 2317 and S 2 A isolated from S-^Pn 
were tested serologically with antisera produced against eacli of t.luum The 
results, given in table 3, show that, although tlie thre(^. iiliage cultuies 
serologically related, they were not identical, (lomparison of strains S 2317 
and S 2 A shows that each of them was inhibited by a higiiei’ dilution of it.s own 
antiserum than of the antiserum against the other strain. The (‘,ru()(^ pha,g(^ 
S 2 P 11 contained all antigenic characters prevsent in both 82317 and S 2 A phag(\s, 
and in addition showed the presence of other cliaracters. This can b(^ (‘.omduded 
from the fact that, wdiereas its antiserum was highly effective in inhihii.ing it,K 
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own lyiic activity and that of the two other phage cultui’es (even with higher 
dilution end points than their own antisera), antisera against the other two 
inhibited its activity at a much lower dilution end point than its owm antiserum. 
It must be emphasized that only the effects of different antisera on the same 
phage can be compared directly. Effects of the same serum on different phages 
cannot be compared directly, as every phage was tested with its corresponding 
bacterial strain, so that interactions of different phage bacterial systems repre¬ 
sented an additional series of variables. 

Normal rabbit serum, or antisera to other antigens, including antisera against 
Rhizohium strains Pn and A, tobacco mosaic virus, and human albumin, wrere 
all without effect on the number of plaques, neither had they any inhibiting 
effect on lysis in liquid cultures, even at a dilution of 1:10, although at this dilu¬ 
tion homologous phage antiserum completely inhibited phage activity. In this 

TABLE 3 


Inhibition of lytic activity of three phage cultures by antisera prepared against each of them 


NAME OE THE PHAGE 
CULTUSES 

ANTISERUM 

AGAINST 

ANTISERUM DILUTIONS 

iOO 

500 

1,000 

2,000 

3,000 

4,000 

SaPn 

S 2 Pn 

+ 

4 - 

4 - 

4 - 

— 

— 


S 23 I 7 


— 

— 

— 


— 


S 2 A 


— 

— 

— 

— 


82817 

S 2 PU 

+■ 

4 - 

4 - 1 

4 

— 



82817 

+ 

4 - 

4 - 

_ 

- 

- 


SjA 

4 " 

— 

— 

— 


— 

S 2 A 

S 2 P 1 I 

4 - 

4 * 

4 - 

4 - 

4 - 

— 


82817 

+ 

+ 

4 - 

- 

- 

- 


S 2 A 

4 - 

+ 

4 - 

4 - 

— 

— 


4- indicates inhibition (no lysis), 
— indicates no inhibition (lysis). 


respect the behavior of phage differs from that of plant viruses, whose infectivity 
is more or less inhibited unspecifically by the presence of almost every protein, so 
that the effect of the homologous antiserum differs only quantitatively from that 
of a heterologous antiserum or of a normal serum (Kassanis, 1943). No precipi¬ 
tation could be observed in phage cultures mixed with the antiserum over a 
range of ratios and then incubated either at room temperature or at 40 C, even 
when there w’’as complete inhibition of lysis. It is possible that the phage con¬ 
centration was too low for precipitation to appear. 

In order to test whether an inactive phage-antiserum mixture can be 
reactivated by dilution well beyond the limit of the inhibiting activity of the 
serum, the antiserum was mixed with an imdiluted liquid culture of phage S 2 P 11 
in a ratio 1:10, and after 1 hour of incubation at 25 C the mixture was added 
to a 24-hour liquid culture of Pn bacteria at dilutions varying from 1:10 to 
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1:10® and plated. Control plates were also poured from dilutions of phage 
without antiserum. In these plaques were formed in decreasing numbers with 
increasing phage dilutions, whereas no plaques were formed on plates with 
the diluted phage-antiserum mixture. This shows that the phage, when in¬ 
activated by a sufficient concentration of a specific antiserum, remains inactive 
after dilution well above the limit of activity of the antiserum added to it. 
In this again, phage differs from plant viruses, which, after inactivation by anti¬ 
serum, regain their activity on dilution beyond this limit (Kassanis, 1943). 
This is in general agreement vdth the findings of Burnet et al. (1937). 
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* SUMMARY 

A number of different strains of phage were separated from a crude phage 
S 2 P 11 which was isolated directly from the soil by means of a strain of pea nodule 
bacteria. 

The strains of phage differed in host specificity and in the size of plaques 
produced by them. 

Serologically they were related but not identical. 

Lytic activity of the phage after inhibition by its antiserum could not be 
regained by dilution beyond the limits of serum activity. 
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This investigation was stimulated by our interest in the treatment of subacute 
bacterial endocarditis with penicillin. We were anxious to learn something of 
the mode of action of penicillin on the viridans streptococci, the more common 
causative agents of this disease, but, after reviewing the relevant medical litera¬ 
ture, we were left confused by conflicting opinions and seemingly contradictory 
statements. Therefore for purposes of clarification certain in vitro experiments 
were conducted and are reported herewith. The particular object of these 
studies concerning the mode of action of penicillin was the determination of the 
effects, if any, of (1) variations in the number of organisms exposed, (2) variations 
in the concentration of penicillin, and (3) the presence of sulfonamide drugs. 

MATERIALS AND METHODS 

Broth, All broth used in the experiments described in this report is the same 
as that used for many years at the House of the Good Samaritan for the prepara¬ 
tion of streptolysin. It is essentially the same as the beef heart infusion described 
by Swift and Hodge (1933) except that the buffer has been modified so as to 
contain 3 grams of glucose instead of 2 grams, and 2 grams of Na2HP04*12 HaO 
instead of 1 gram, for every liter of infusion (Mote, unpublished). 

Organisms, All organisms used for tests in these experiments have been 
strains of viridans streptococci isolated from the blood of patients ill with sub¬ 
acute bacterial endocarditis. Some of the strains were kindly supplied by 
Dr. Maxwell Finland of the Boston City Hospital. Most of the organisms have 
been subcultured several times or more in the course of the studies; others have 
been kept in the frozen and dried state until needed for the tests. In all experi¬ 
ments a freshly made overnight subculture in broth has been used. All dilutions, 
as indicated in each experiment, have likewise been made in broth. 

Penicillin, Commercial preparations containing 100,000 units of the sodium 
salt of penicillin have been used for the making of stock solutions. The dry 
penicillin powder w^as dissolved in 100 ml of normal saline so as to make a con¬ 
centration of 1,000 units per ml. This solution was passed through a Seitz 
filter and stored in the refrigerator. Studies showed that when kept in this 
way the penicillin solution maintained its strength for at least 3 months. The 
stock penicillin solutions were titrated from time to time by testing serial dilu¬ 
tions m broth with a stock strain of hemolytic streptococcus of known sensitivity. 
In all experiments broth was used for making dilutions of the stock penicillin 
solution. 
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Sulfonamide drugs. Stock solutions of the sulfonamide drugs vv^ere prepared 
by weighing out 20 rag of the dry powder and adding it to 100 ml of broth in 
which it was readily soluble. Sterilization was insured by passage through a 
Seitz filter. 

The number of organisms in broth cultures and in broth solutions of penicillin 
or sulfonamide drugs was deterinined by making serial dilutions ip, broth from 
10“^ to or in some instances, when necessary, out to as far as Exactly 

0.1 ml of each dilution was added to a blood agar plate and thoroughly streaked 
over the surface with a wire loop. ■ After incubation at 37 C for 48 hours, colony 
counts were made of those plates on -which the colonies were not too crowded. 
From the number of colonies and the dilutions, the number of organisms per ml 
in the original solution or culture could be readily calculated. This metliod of 
surface streaking was found to be technically easier and just as accurate as pour 
plate methods. When repeated calculations are made by these methods of the 
number of organisms in a single culture, the results have shown a 10 -fold ( 10 ^ 
and sometimes even a 100-fold (iO^) variation. However, the relative error in 
any one experiment can be kept at a minimum by choosing blood plates on which 
the numbers of colonies are of about the same order. In general we have tried to 
choose blood plates with 200 to 1,000 colonies. When the number of organisms 
is being determined in cultures containing penicillin, it is important to make 
counts only from those dilutions in which the penicillin content has been reduced 
below the minimal inhibitory concentration. Excessive amounts of penicillin 
may interfere with the growth of the bacteria on the blood plates. 

EFFECT OF VAKIATIONS IN THE NXJMBEB OF EXPOSED ORGANISMS 

Abraham et al. (1941), in referring to the characteristics of the antibacterial 
action of penicillin, stated that its action was influenced only to a minor extent b}’' 
the number of bacteria to be inhibited. Hobby, Meyer, and Chaffee (1942), on 
the other hand, stated that with a given concentration of penicillin the rate of 
killing of a given strain of hemolytic streptococcus decreased as the nuinbc^r of 
organisms at zero hour increased. Fisher (1943) determined the minimal dilution 
of penicillin which caused inhibition, and with one strain of staphylococcus ob¬ 
tained the same end point with 8 billion organisms as with 17 million. Yet witli 
a relatively resistant strain of staphylococcus he failed to get inhibition wIkui tlie 
culture was diluted 1:1, but did get inhibition Avlien the culture was diluted lOO 
times. He felt that the failure with the more concentrated culture was due to tlic 
lack of active multiplication of the organisms and pointed out tliat this was in 
accord with the views of Hobby, Meyer, and Chaffee (1942), The experience of 
Rantz and Kirby (1944) apparently was similar to that of Fisher. They found 
that very large numbers of susceptible organisms could be killed if the con¬ 
centration of penicillin was large enough, but the retardation of growth of a 
resistant organism was more marked if the inoculum was small, and under these 
circumstances the cultures' could, be sterilized. We have investigated this 
problem in several different ways. 

Smsitinty tests. One of the commonly used methods for determining the sen- 
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sitivity of an organism involves exposing it to decreasing concentrations of 
penicillin for a fixed period of time such as 24 hours. The lowest concentration 
of penicillin (measured in units per ml) which causes inhibition represents the 
sensitmty of the organism. The exact way in which sensitivity tests have been 
performed by various investigators has varied considerably. Thus Rammel- 
kamp and Maxon (1942), in performing tests with staphylococci, used a bacteiial 
inoculum so that the final number of organisms was between 1,000 and 30,000 
per 0.5 ml, and they reported the sensitivity of the strains tested as the minimal 
concentration of penicillin which produced complete killing. That is, they chose 
as the end point the greatest dilution of penicillin that was sterile after incubation 
for 18 to 24 hours. On the other band, Dawson, Hobby, and Lipman (1944) 
tested the sensitivity of nonhemolytic streptococci by making a 10“^ or 10“^ 
dilution of the organisms in serial dilutions of penicillin. This usually produced 
a concentration of between 2,500,000 and 3,000,000 organisms per ml. Absence 
of turbidity after incubation was used as the index of inhibition. The authors 
pointed out that the contents of the tubes remaining clear were not necessarily 
sterile. Control tests were ahvays set up with a standard stock strain of hemo¬ 
lytic streptococcus. 

It seemed possible that the results of sensitivity tests might be influenced by 
the size of the inoculum and by the criteria chosen to represent ^%hibitiond^ 
Therefore, in order to determine this sensitivity tests were performed vdth several 
representative strains of viridans streptococci in the following way: 

Experiment 1 

An overnight (approximately IS hours) broth culture was diluted serially in broth from 
10to 10or to 10The number of organisms per ml in each dilution was calculated by 
the method already described. The lO*"® dilution usually was found to have between 500 
and 2,000 organisms in 0.1 ml. Pemcillin dilutions were prepared in broth, and 1 ml of 
each dilution was pipetted into each of six or seven tubes. In this way six or seven identical 
series of penicillin dilutions were prepared. Exactly 0.1 ml of the undiluted broth culture 
was added to each tube of the first series of penicillin dilutions. Then 0.1 ml o! the 10”^ 
bacterial dilution was added to each tube of the second series of penicillin dilutions. This 
process was repeated successively with each of the bacterial dilutions so that there were 
obtained combinations of every bacterial dilution with every concentration of penicillin. 
The number of organisms per ml and the concentration of penicillin in units per mi in each 
tube at the start of the experiment were readily calculated since 0.1 mi of broth with a known 
bacterial content was added to 1 ml of a known pemcillin concentration. After incubation 
at 37 C for between 18 and 24 hours the tubes were shaken and examined for the presence or 
absence of turbidity. A loop streak, or in some instances a 0.1-ml streak, on a blood agar 
plate was made of the contents of all tubes that remained clear in order to determine whether 
or not sterility had been produced. The plates were examined after 48 hours of incubation 
at 37 C. In this way it was possible to determine the minimal concentration of penicillin 
that prevented appreciable multiplication of the organisms (bacteriostasis) and the mini¬ 
mal concentration which completely or nearly completely killed the organisms (bactericidal 
effect). 

In table lA there are given the results of this experiment using the Torrice 
strain of viridans streptococci, which was found by preliminary tests to be 
relatively sensitive to the action of penicillin. The penicillm concentrations to 
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which, the organisnis w’ere exposed varied from 1.0 down to 0.01 unit per ml. 
It is evident that the concentration of penicillin necessary to produce sterility 


TABLE lA 

Effect of variation in the number of exposed organisms on the penicillin sensitivity of 
a relatively susceptible strain of viridans streptococci 


SSILUTSEON OF OFEENIGHT 
OTLTUIiE USED FOR 
INOCULATION 


AFTER OVERNIGHT INCUBATION AT 37 C 

CALCULATED NUMBER OF i 
ORGANISMS PER ML AT ' 

START OF EXPERIMENT 

Lowest concentration of 
penicillin remaining clear 

Lowest concentration of 
penicillin showing none 
or very few living 
organisms 

Undiluted 

5 X 10*^ 

0.06 

0.06 

10~i 

5 X 10« 

0.04 

0.04 

10"® 

5 X 10« 

0.04 

0.04 

10"3 

5 X 10^ 

0.02 

0.04 

10"« 

5 X 103 

0.02 

0.02 

10-6 

5 X 10® 

0.02 

I 

0.02 


In this experiment O.I ml of each of the indicated bacterial dilutions of the Torrice 
strain of viridans streptococci was added to 1 ml of the following penicillin concentrations: 
1.0, 0.8, 0.6, 0.4, 0.2, 0.1, 0.08, 0.06, 0.04, 0.02, and 0.01 units per ml, A control tube of 
1 mi of broth without penicillin was also inoculated. Since each mi of penicillin solution 
was further diluted by the addition of 0.1 ml of a broth culture, the concentration of 
penicillin was actually about 9 per cent less than the figures shown above. 


TABLE IB 

Effect of variation in the number of exposed organisms on the penicillin sensitivity 
of a moderately resistant strain of viridans streptococci 


DILUTION OF OVERNIGHT 
CULTURE USED FOR 
INOCULATION 

CALCULATED NUMBER 
OF ORGANISMS PER 

ML AT START OF 

experiment 

AFTER OVERNIGHT INCUBATION AT 37 C 

Lowest concentration 
of penicillin remaining 
clear 

Lowest concentration of penicillin 
showing none or very few living 
organisms 

Undiluted 

2 X 10« 

0.6 

Many organisms in all tubes 

10"! 

2 X 10^ 

0.6 

Many organisms in ali tubes 

10"® ' 

2 X W 

0.6 

Many organisms in all tubes 

10"3 

2 X 10® 

0.4 

Many organisms in all tubes 

10'^ 

2 X 10^ 

0.4 ! 

0.4 

10"^ 

2 X 103 

0.4 

0.4 

10"«^ 

2 X 10^ 

0.4 

0.4 


In this experiment 0.1 ml of each of the indicated bacterial dilutions of the Abiaaid 
strain of viridans streptococci was added to 1 ml of the following penicillin concentrations: 
100, 75, 50, 25, 10, 5, 2,1, 0.8, 0.6, 0.4, 0.2, 0.1, and 0.05 units per ml. A control tube of 1 
ml of broth without penicillin was also inoculated. Since each ml of penicillin solution was 
further diluted by the addition of 0.1 ml of a broth culture, the concentration of penicillin 
was actually about 9 per cent less than the figures shown above, 

was very small and the same or nearly the same as that needed for bacteriostasis. 
Furthermore, it is also apparent that increasing the number of exposed organisms 
from 500 to 60,000,000 per ml caused only a slight increase in the minimal con¬ 
centration of penicillin required for •either a'bacteriostatic or a bactericidal 
effect (0.02 to 0.06 units per ml). 
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When the same experiment was repeated with the Abizaid strain, a somewhat 
more resistant viridans streptococcus, the results were not quite the same 
(table IB). In this experiment the concentrations of penicillin varied from 100 
down to 0.05 units per ml. When the number of exposed organisms was 200, both 
a bacteriostatic and a bactericidal effect were obtained wnth 0.4 units of penicillin. 
This minimal concentration was not appreciably altered by increasing the number 
of organisms to 20,000, but, when the number of organisms was increased beyond 
this, numerous bacteria were still alive after exposure to even 100 units of pen¬ 
icillin. Nevertheless, the minimal concentration of penicillin required for 
bacteriostasis was only increased from 0.4 to 0.6 units per ml when the number of 
organisms vras increased from as few as 200 to as many as 200,000,000 per ml. 
Similar tests performed with other strains of widans streptococci have yielded 
comparable findings. 

This experiment therefore suggests that a very susceptible strain of viiidans 
streptococci is not only prevented from multiplying but actually killed by very 
low concentrations of penicillin even when the number of exposed organisms is 
very large. With less susceptible strains bacteriostasis can likewise be effected 
even when large numbers of organisms are exposed, the minimal effective con¬ 
centration of penicillin, of course, being larger than that for a more susceptible 
strain. On the other hand, with the less susceptible strains it is difficult to pro¬ 
duce complete sterilization even with very concentrated solutions of penicillin, 
especially when the number of exposed organisms is large. 

Survival airves. In order to obtain more detailed infoimation concerning the 
difference in behavior of a very susceptible strain and a less susceptible strain of 
viridans streptococci when exposed to an excess of penicillin, the following ex¬ 
periment was performed with the same two organisms used for the sensitivity 
tests just reported: 


Experiment 2 

In tMs experiment 0.4 ml of an undiluted overnight broth culture of the strain to be 
tested was addc-id to 3.6 ml of a penicillin solution in broth, and then the mixture was incu¬ 
bated at 37 C for 48 hours. The penicillin solution was prepared so that after the addition 
of 0.4 ml of broth culture the final concentration was 1.0 unit per ml. Immediately after 
the bacteria were added to the penicillin and at various intervals thereafter for a period of 
48 hours, 0.1 ml was removed and the number of organisms present was determined by the 
serial dilution method previously described. 

Figure 1 is a graphic representation of the results of this experiment when 
performed with each of the strains of viridans streptococci (Torrice and Abizaid) 
used for the sensitivity tests. For purposes of comparison there is also shown in 
figure 1 the growth curve of one of the strains (Abizaid) in the absence of pen¬ 
icillin. The logarithm of the number of surviving organisms per ml has been 
plotted against the time of exposure to penicillin in hours. 

From the curve of the less susceptible strain (Abizaid) it is evident that the 
number of surviving organisms gradually became less, and at an approximately 
constant rate. At the end of 48 hours there were still a good many viable 
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bacteria present. Tiie more susceptible strain (Torrice) decreased much more 
rapidly, so that within 12 hours the original concentration of 10,000,000 bacteria 
per ml was reduced to 70 viable organisms per ml. Up to the twelfth hour the 
rate of decrease was more or less constant, but after the twelfth hour the few 
remaining organisms disappeared more slowly. However, by 24 hours there were 



Fia. 1, StJBVivAL CuEVBS OP A Very Susceptible and a More Resistant Strain of 
ViBiDANS Streptococci in the Presence op 2 Units of Penicillin 
The number of organisms per ml have been charted logarithmically. The penicillin 
sensitivity of the Abizaid strain was about 0.35 units, and that of the Torrice strain about 
0.035 units. Both strains were exposed to about 2 units of penicillin in broth. For com¬ 
parison there is also shown the growth curve of the Abizaid strain in broth without peni¬ 
cillin. 


only 10 viable organisms per ml, and by 48 hours the penicillin solution was 
completely sterile. 

This experiment, therefore, suggests that the less susceptible strain of viridans 
streptococci (Abizaid) differed from the more susceptible strain (Torrice), not 
only in that the minimal concentration of penicillin necessary for bacteriostasis 
was greater, but also in that, even in the presence of an excess of penicillin, the 



1946] 


ACTION OF PENICILLIN ON VIBIDANS STREPTOCOCCI 


39 


rate at wkicli the organisms were killed was slower. We have also determined 
the survival curves of other strains of viridans streptococci and have found several 
moderately resistant ones to behave similarly to the Abizaid strain. However, 
of four susceptible strains whose bacteriostatic sensitivities fell within the range 
of 0.04 to 0.08 units, only one showed a rate of decrease which was at all com- 
parable to that of the Torrice strain. From our data, therefore, we are not yet 
able to determine whether the rate of decrease of organisms in the presence of an 
excess of penicillin is correlated in any way wdth the mimmai concentration of 
penicillin necessary to prevent multiplication (bacteriostatic sensitivity). 

Experiment 2 also clarifies the results of the previously described sensitivity 
tests (experiment 1). The rate with which the Abizaid strain is killed even in the 
presence of an excess of penicillin is too slow to produce sterilization at the end 
of 24 hours unless very few organisms are present at the start. On the other 
hand, the rapid rate with which the Torrice strain is killed by an excess of 
penicillin makes understandable the fact that a culture containing even large 
numbers of organisms can be completely or nearly completely sterilized within 
24 hours. 

Of interest is the change in the slope of the curve for the Torrice strain after all 
but 70 organisms per ml had been killed (figure 1). This type of effect has 
previously been reported by Hobby, Mej^'er, and Chaffee (1942), who concluded 
that the number of survivors decreased by geometric units as the time increased 
by aritlimetic units. Thus they found that the log of the number of survivors 
when plotted against time followed a straight line until 99 per cent of the organ¬ 
isms w^ere killed. It should be noted that even with the more resistant Abizaid 
strain the number of viable organisms had been reduced from 7,000,000,000 at 
zero hour to 1,500,000 at the end of 24 hours. Although this represents a re¬ 
duction of well over 99 per cent and is therefore confirmatory of the observations 
reported by these investigators, nevertheless the absolute number of survivors is 
large. 

The small number of organisms of even a susceptible strain that fail to get 
killed readily are referred to by Bigger (19445) as ‘^persisters.” However, these 
remaining organisms cannot multiply so long as they are exposed to the action of 
penicillin, and eventually they may die of their own accord. On the other hand, 
if the penicdlm is destroyed or for some other reason is reduced below the mindmal 
concentration necessary for inhibition, even a few remaining viable organisms 
may rapidly multiply again. This is of some practical importance if the in mo 
action of penicillin is at all comparable to that observed in vitro. 

Effect of variations in concentration of the organisms on the rate of decrease. 
From figure 1 it is evident that the less susceptible Abizaid strain of viridans 
streptococci, even in the presence of an excess amount of penicillin, was MUed 
relatively slowly. In this particular experiment a fairly large inoculum was used 
so that at zero hour there were 7 X 10® organisms per ml. In order to determine 
w^hether or not the number of organisms influenced the rate of killing the following 
type of experiment was performed: 
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Experiment 3 

A solution of penicillin in broth was prepared so that after 0.2 ml of an undiluted ov^er- 
night broth culture of the Abizaid strain had been added to 1.8 ml of the solution, the final 
concentration of penicillin was 2 units per ml. By making appi'opriate serial dilutions of 
this with broth containing 2 units of penicillin per ml, we obtained a series of ten tubes, 
each of which contained a total volume of 1 ml, 2 units of penicillin, and in sequence the fol¬ 
lowing dilutions of the original overnight broth culture: lO"'^ 0.5 X 10“h 10"“^, 0.5 X 10“^, 
10~®, 0.5 X 10“®, 10“®, 10“®, and 10“'^. The number of organisms present in each dilu¬ 

tion immediately after preparation was determined by the method previously described. 
The tubes were then placed in the incubator at 37 C, and after 24 hours the number of viable 
organisms per ml in each tube was again determined. As a control a duplicate set of tubes 
was prepared with broth not containing penicillin and incubated simultaneously. 

In all of the control tubes that did not contain penicillin, the number of viable 
organisms at the end of 24 hours had increased to approximately the same final 
concentration, the range of variation being between 1.5 X 10^^ and 5 X 10~- 
organisms per ml. 

The results of the tests with the penicillin broth cultures are shown by the 
graph on the left-hand side of figure 2, where the calculated number of organisms 
per ml at zero hour and the number after 24 hours’ incubation in the presence of 
2 units of penicillin are recorded logarithmically. The corresponding points for 
each tube have been connected by straight lines. The slope of the line for each 
tube represents the rate of decrease of viable organisms. It should be borne in 
mind that these rates are necessarily only approximate because of the relatively 
large chance for error in calculating the number of organisms per ml by the 
dilution method. 

For purposes of confirmation, the same type of experiment was repeated with 
the Miller strain of viridans streptococci, which was found by previous tests to 
have a sensitivity of 0.4 units per ml, a value similar to that for the Abizaid strain. 
The tests with the Miller strain were performed with 1 unit of penicillin per ml 
and seven different dilutions of the overnight broth culture. The number of 
organisms per ml at zero hour and again after 24 hours’ incubation at 37 C are 
also shown graphically in figure 2. 

It would appear from figure 2 that the number of organisms at zero liour, at 
least within the range of the bacterial concentrations tested, does not influence 
appreciably the rate of bactericidal activity of an excess of penicillin. The 
slopes of the lowest two curves for both the Abizaid strain and the Miller strain 
suggest that the rate of killing may diminish slightly when the number of exposed 
organisms becomes relatively small. These conclusions have been borne out by 
our experience on many other occasions wdth these same two strains (Abizaid and 
Miller) and by tests of several other relatively resistant strains. 

KELATION OF THE BACTEEICIDAE ACTIVITY OF PENICILLIN TO ITS CONCENTEATION 

Abraham and his associates (1941), in referring to the plate method for assaying 
peniciUin, showed that the diameter of the zone of inhibition did not increase 
appreciably after the concentration’of penicillin was increased above a certain 
; amount. Hobby, Meyer, and Chaffee (1942) likewise demonstrated' in ex- 
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periments with hemolytic streptococci that wdth a given number of organisms the 
rate of killing increased within limits as the concentration of penicillin was in¬ 
creased, but there was a point beyond which increases in concentration of pen¬ 
icillin no longer increased the rate of killing. On the other hand, Fisher (1943) 
stated that the speed and degree of action of penicillin depended on its strength 




Fig. 2. Effect of Variations in the Number of Organisms on the Bactericidal Action 

OF Penicillin 

The number of^ organisms are charted logarithmically. Determinations were made at 
zero hour and again after incubation for 24 hours. The zero and 24-hour points have been 
connected by straight lines. The Abizaid strain was exposed to 2 units of peniciiiin per 
mi and the Miller strain was exposed to 1 unit. 

Miller, Green, and Kitchen (1945) also found that inhibition was directly re¬ 
lated to the penicillin concentration, Eantz and Kirby (1944) in the body of 
their paper stated that above a certain concentration the activity of penicillin 
was not enhanced by increasing amounts of the drug. Yet in the summary of 
this same paper they said that “there is a close correlation between the con¬ 
centration of penicillin and its activity/^ 

From the sensitivity tests of experiment 1 (table lA) and from the survival 
curve shown in figure 1, it is apparent that even a very heavy inoculum of a very 
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sensitive organism, such as the Torrice strain, can be almost completely de™ 
stroyed within a relative^ short period. When such bacteria are concerned, it is 
obvious that all one needs to be sure of is that the penicillin be maintained above 
the minimal concentration necessary for inhibitiom On the other hand, when one 
is dealing with organisms such as the Abizaid and Miller strains, which are not 
killed so rapidly, a question which might be of some practical importance is 
whether the rate of destruction or the number of organisms destroyed can be 
enhanced by increasing the concentration of penicillm above the minimal con¬ 
centration needed to prevent growth. Since an unequivocal ansv^er could not be 


TABLE 2 

Effect of variation in the concentration of penicillin on its bactericidal activity 


NUMBER or ORGANISMS PER ML 


PENICILLIN UNITS PER ML 



At zero hour 

At 24 hours 

7.3 

1 X lO'* 

2.3 X 10® 

3.6 

1 X 10® 

1.9 X 10® 

1.8 

1 X 10® 

1 X 10® 

0.9 

1 X 10® 

1.2 X 10® 

0.46 

1 X 10® 

1.2 X 10® 

0.23 

1 X 10® 

2 X 10® 

0 

1 X 10® 

1.5 X 10^2 


Calculations of the concentration of penicillin and the number of organisms at 2 :ero 
hour take into consideration the fact that 0.2-ml amounts of a 10“^ dilution of a broth 
culture were added to 2-inl volumes of penicillin in broth. The Abizaid strain which was 
used in this experiment had previously been determined to have a sensitivity of about 
0.35 units. 


obtained from a review of the medical literature, the following experiment was 
performed: 


Experiment 4 

In a series of tubes 2-ml volumes of broth were prepared so that they contained the fol - 
lowing concentrations of penicillin: 8, 4, 2,1, 0.5, 0.25, and 0 units per ml. Each tube was 
inoculated with 0.2 ml of a 10dilution of an overnight broth culture of the Abizaid strain 
of viridans streptococci. It is apparent that the concentration of penicillin in each tube 
was reduced by approximately 9 per cent by the addition of the broth culture, so that the 
final penicillin concentrations were 7.3, 3.6, 1,8, 0.9, 0.46, 0.23, and 0 units per ml. The 
number of organisms in the inoculum, and hence the number of organisms per ml in each 
tube at zero hour, were calculated by the serial dilution method. The tubes were placed 
in an incubator at 37 C, and the number of viable organisms per ml in each tube was deter¬ 
mined at the end of 24 hours. Previous experiments had shown the Abizaid strain to have 
a penicillin sensitivity of about 0.35 units. 

The results of this experiment are shown, in table 2. With 0.23 units of peni- 
cillia, a concentration slightly under the “sensitivity” of the Abizaid strain, there 
seems to be some bacteriostasis but no appreciable killing. On the other hand, 
with concentrations of 0.46 units of penicillin and higher there is a definite re¬ 
duction in the number of viable organisms during the 24-hour period. It is 
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evident that the degree of reduction is about the same in all of the first five 
tubes. Hence it appears that above a critical concentration even a 16-fold 
increase in the concentration of penicillin (0.46 to 7.3 units) caused no increase in 
the number of organisms killed. Many similar experiments with this same 
strain of viridans streptococci and with other strains have yielded similar results. 

EFFECT OF SULFONAMIBE DRUGS ON THE ACTION OP PENICILLIN 

Ungar (1943) reported that the inhibitory effect of penicillin in the presence 
of small quantities of sulfap 3 aidme, which per se were insufficient to show any 
effect, was at least double. The in vitro tests w^ere made with staphylococci and 
streptococci, and the activity of the peniciliin w^as determined by observing the 
highest dilution which caused inhibition of growth. Ungar also confirmed these 
conclusions by in vivo experiments with mice. Rammelkamp and Keefer (1943) 
observed that the addition of small amounts of penicillin, which in itself displayed 
no killing effect against staphylococci, seemed to enhance the effectiveness of 
sulfathiazole in whole defibrinated blood. An apparent synergism of sulfona- 
noide drugs and penicillin w^as likewise found by T’Ung (1944) in experiments with 
sulfathiazole, penicillin, and Brucella organisms, and by Bigger (1944a) in 
experiments with staphylococci, penicillin, and various suKonamide drugs. 
Bigger concluded that sulfathiazole was more effective as a S 3 rnergistic agent 
against the staphylococcus than sulfanilamide and sulfapyridine, and he found 
that the degree in which the penicillin activity w^as enhanced by sulfathiazole 
varied with the strain. In vivo experiments on mice by Soo-Hoo and Schnitzer 
(1944) also suggested that sulfonamide drugs increased the effectiveness of 
penicillin as an antistreptococcal agent. 

In contrast to these reports, Hobby and Dawrson (1944a, 19446, 1945) found 
no evidence of a synergistic action between sulfadiazine or sulfapyridine and 
penicillin. They pointed out that the activity of penicillin is decreased by 
conditions which slow the rate of multiplication of the organism. Furthermore, 
they observed that sulfonamides decreased the rate of multiplication and hence 
actually tended to decrease the rate at which peniciliin acted. IHrby (1944) 
also conducted in vitro experiments on the bacteriostatic action of sulfonamide- 
penicillin mixtures. He concluded that the effect of penicillin plus sulfadiazine 
was equal to the effect of penicillin alone plus the effect of sulfadiazine alone. 
That is, there w^as no actual synergism or potentiation, but the effects were 
additive. 

Because of these apparently contradictory findings regarding the effect of 
sulfonamides on the action of penicillin, experiments of the following type were 
performed: 

Experiment 5 

Serial dilutions of penicillin in 2-ml volumes were prepared in plain broth and in broth 
containing sulfamerazine.^ The concentrations of penicillin were 1.0, 0.6,0.26, 0.125, 0.06, 
and 0 units per mi. The final concentration of the sulfamerazine was 10 mg per 100 ml. 

1 The sulfamerazine was supplied through the courtesy of Dr. J. W. Crosson of the Sharp 
and Dohme Company. 
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Each of the 12 tubes was then inoculated with 0.2 ml of a 10"^ dilution of an overnight 
culture of a strain of viridans streptococcus, designated A2, the sensitivity of which had 
previously been found to be approximately 0.25 units. It is apparent that by adding 0.2 
ml of broth culture to 2 ml of penicillin solution the concentration of penicillin in. each 
tube was reduced by approximately 9 per cent. Thus the actual concentrations of penicillin 
after addition of the bacteria w^ere 0.91,0.45,0.23,0.11,0,05, and 0 units of penicillin per ml. 
The actual sulfamerazine concentration ’was also reduced to approximately 9.1 nig per 100 
ml. The number of organisms per mi in each tube w’-as determined by the method pre¬ 
viously described immediately after inoculation and again after incubation of the tubes for 
24 hours at 37 C- 

The results of this experiment are shown in table 3. It is evident that, in the 
absence of sulfamerazine, concentrations of penicillin below 0.23 units per ml had 

TABLE 3 


Bactericidal effect of various concentrations of 'penicillin in the presence and in the absence of 

sulfamerazine 


PENICILLIN UNITS PER ML 

SULFAMERAZINE MG 

PER 100 ML 

NUMBER OF ORGANISMS PER ML 

At zero hour 

At 24 hours 

0,91 


1.2 X 10® 

7 

X 102 

0.45 

0 

1.1 X 10® 

4 

e* 

O 

T~i 

X 

0.23 

0 

1.0 X 10® 

1 

X 10“ 

0.11 

0 

0.8 X 10® 

3 

o 

X 

0.05 

0 

0.8 X 10® 

2 

X 10® 

0 

0 

0.8 X 10® 

1 

X 10‘“ 

0.91 

9.1 

O.S X 10“ 

5 

X 10“ 

0.45 

9.1 

0.8 X 10“ 

2 

X 102 

0.23 

9.1 

0.7 X 10“ 

1.5 X 10“ 

0.11 

9.1 

0.8 X 10“ 

2 

X 102 

0.05 

9.1 

0.8 X 10“ 

2 

X IO 4 

0 

9.1 

0.8 X 10® 

2 

X 10“ 


Calculations of the concentration of penicillin and the concentration of sulfamerazine 
take into consideration the fact that 0.2-ml amounts of a 10“"® dilution of a broth culture 
were added to 2-nil volumes of penicillin in broth or to penicillin and sulfamerazine in 
broth. The strain used in this experiment had a sensitivity of about 0.25 units, 

very little inhibitory effect on the growth of the bacteria. The organisms multi¬ 
plied readily, although there is a suggestion that the rate of multiplication may 
have been slightly slower than in the control tube containing no penicillin* It is 
also evident that a fourfold increase in the concentration of penicillin from 0.23 
units to 0.91 units per ml did not accelerate the rate of destruction of the bac¬ 
teria. The latter finding is similar to that demonstrated by experiment 4, the 
results of which are shown in table 2. 

With the minimal inhibitory penicillin concentration of 0.23 units and in con¬ 
centrations above this, the presence of sulfamerazine did not appreciably in¬ 
crease or decrease the bactericidal activity of the penicillin, the decrease in the 
number of organisms being approximately the same in those tubes containing 
sulfamerazine as in those without the drug. However, in the presence of sul- 
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famerazine a concentration of 0.11 units of penicillin, which in the absence of 
sulfamerazine had been ineffective, caused almost as great destruction of bacteria 
as 0.23 units. Even 0.05 units had some bactericidal activity in the presence of 
siilfamerazine. It is evident that the sulfamerazine in the absence of penicillin 
had extremely slight if any inhibitory effect on the growth of this strain of 
viridans streptococci. 

Thus it would appear that under the experimental conditions the presence of 
sulfamerazine caused a lowering of the minimal concentration of penicillin 
necessary to produce both bacteriostasis and destruction of the organisms. 
Other similar experiments with the same strain and with other strains have 
yielded practically identical results. However, we have encountered some 
strains of viridans streptococci for which this apparent S 3 rnergism could not be 
demonstrated. 

In table 4 we have compared the minimal bacteriostatic concentrations of 
penicillin for different strains of viridans streptococci in the presence and in the 

TABLE 4 


Penicillin sensitivity of different strains of viridans streptococci when tested with penicillin 
alone and with penicillin plus sulfonamides 


STRAIN 

MINIMAL CONCENTRATION OP PENICILLIN (iN TJNITS PER ML) 
NECESSARY TO CAUSE A BACTERIOSTATIC EFPECT 

In the absence of sulfonamides 

In the presence of sulfonamides 

Miller. 

0.40 

0.20 

Abizaid. 

0.35 

0.15 

A2.! 

0.23 

0.05 

W2. 

0.10 

0.10 

Torrice. 

0.035 

0.025 


absence of sulfonamides. It is evident that w’-hen sulfonamides enhanced the 
action of penicillin the minimal bacteriostatic concentration was reduced any¬ 
where from about 25 to 75 per cent, depending on the strain. 

We have compared this synergistic activity of sulfathiazole, sulfadiazine, and 
sulfamerazine and have found no significant difference. We have also performed 
tests with various concentrations of the sulfonamide drugs and have found a 
concentration of 5 mg per 100 ml to be nearly if not actually as effective as 10 
mg per 100 ml, but concentration below 5 mg per 100 ml became decreasingly 
effective. 


BISCXJSSION AND CONCLUSIONS 

The data presented in this report suggest that when the viridans streptococci 
are incubated in the presence of increasing concentrations of penicillin in broth 
a critical concentration is reached at which the bacteria fail to multiply. Further 
increases in the concentration of penicillin cause a diminution of the number of 
bacteria. These jEindings are consistent with the fact, now well established by 
many investigators, that penicillin produces a bactericidal as well as a bacteri- 
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ostatic effect. The critical concentration at which multiplication is prevented 
varies for different strains, and for any particular strain it is a measure of the 
organism^s penicillin sensitivity. 

Increases in the concentration of penicillin beyond that necessary for bacterio- 
stasis produce increases in the rate at which the bacteria are killed until another 
critical concentration is reached oeyond which further increases fail to manifest 
any greater bactericidal activity. These observations are confirmatory of those 
reported by Hobby, Meyer, and Chaffee (1942), Thus we have found that when 
a relatively resistant strain of streptococcus is involved, the rate at which the 
organisms are killed cannot be accelerated by exposing the bacteria to even very 
high concentrations of penicillin. 

. On the basis of our own observations as well as from data found in the medical 
literature, it seems likely that the difference between the minimal concentration 
necessary for bacteriostasis and the minimal concentration necessary for a 
maximum bactericidal effect is relatively small for most bacteria. However, our 
experience with at least one strain of viridans streptococci suggests that the 
difference may occasionally be relatively large, although we have made no 
attempt as yet to study this aspect of the problem in any great detail. 

Our observations on strains of viridans streptococci incubated in the presence 
of bactericidal concentrations of penicillin confirm the statement of Hobby, 
Meyer, and Chaffee (1942) that the log of the number of survivors plotted against 
time follows a straight line until at least 99 per cent of the organisms are killed. 
The slope of this line that represents the rate of decrease varies for diffex'ent 
strains. For all of the relatively resistant strains which we have studied (min¬ 
imal bacteriostatic concentration of penicillin = 0.1 unit per ml or more), the 
slope of the logarithmic survival curves have been relatively shallow. Thus, 
one relatively resistant strain w’-as reduced in a period of 24 hours from 1,000,000 
to approximately 2,000 organisms per ml, and another relatively resistant strain 
was reduced from 4,000,000 to about 20,000 organisms per ml (figure 2). Al¬ 
though the number of survivors in each instance represents less than 1 per cent 
of the original inoculum, nevertheless the absolute number is still fairly large. 

Some very susceptible strains (minimal bacteriostatic concentration of pen¬ 
icillin 0.04 units or less) have been found to be killed very rapidly in tlie presence 
of an excess of penicillin, and their logarithmic survival curves are steep. Thus 
in one particular instance an inoculum of 3,000,000 organisms per ml was re¬ 
duced to 20 viable organisms in the course of 24 hours (Torrice strain in figure 1). 
However, several other strains whose bacteriostatic sensitivities ranged between 
0.04 and 0,08 units of penicillin were found to be killed more slowly and at a rate 
which was comparable to that of the more resistant strains, 

^ We have not yet had the opportunity to study a sufficient number of strains of 
viridans streptococci in order to determine whether or not there is any relation 
between the maximum rate of killing (slope of the logarithmic survival curve) 
and the minimal concentration of penicillin necessary for bacteriostasis (sen¬ 
sitivity), Whatever might be the outcome of such observations, it seems to us 
that the maximum rate at which bacteria can be killed by penicillin is a quality 
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which may be of some importance, and which may have some bearing on the 
response of patients with subacute bacterial endocarditis to treatment vith 
penicillin. It seems possible that some of the failures of penicillin therapy might 
be related to the fact that the causative organisms, though prevented from 
multiplying, were killed very slowly and hence survived for long periods of time 
even in the presence of concentrations of penicillin above the sensitivity level. 
This possiblity, though only conjectural, deserves further investigation. 

Our observations, in confirmation of the statement made by Abraham et ul. 
(1941), suggest that the number of organisms do not alter appreciably the action 
of penicillin. When a very susceptible strain of viridans streptococci is in¬ 
volved, all of the organisms, or all but a very few “persisters,” are killed within 
24 hours, even when the original inoculum is large. When the strain under 
observation is killed more slowly, as is true of the more resistant strains which w'e 
have observed, the rate of decrease in the number of viable organisms in the 
presence of an effective concentration of penicillin is not appreciably altered by 
wide variations in the size of the inoculum. The number of viable organisms 
present after incubation will depend upon the size of the original inoculum. 
If the inoculum of such a strain is large, many viable organisms will still be 
present at the end of 24 hours. However, if the inoculum is very small, the rate 
of decrease may be sufiicient to bring about complete sterility at the end of 24 
hours, though usually the presence of at least a few viable organisms can still be 
detected. 

These studies throw some light on the use and interpretation of sensitivity 
tests. If to a series of tubes containing different concentrations of penicillin 
there is added a bacterial inoculum of such size that the tubes still appear clear, 
then after incubation for 24 hours the presence or absence of turbidity can be 
used as the criteria for determining the end point. Those tubes that are turbid 
after shaking obviously contain concentrations of penicillin in which the organ¬ 
isms readily multiplied. The lowest concentration of penicillin remaining clear 
is the minimal concentration which prevents appreciable multiplication and 
therefore represents the bacteriostatic sensitivity of the organism. This is 
essentially the method used by Dawson, Hobby, and Lipman (1944) for de¬ 
termining the sensitivity of various strains of nonhemolytic streptococci. 

The presence or absence of viable organisms in the clear tubes depends on the 
size of the original inoculum and the rate at which the organisms are killed. 
If the strain is one which is killed slowly and the original inoculum is relatively 
large, such as might be obtained with a 10”^ or a 10“^ dilution of the overnight 
culture, then it is likely that many viable organisms will still be present in all 
of the clear tubes. If the original inoculum of the same strain is small, such as 
might be obtained with a lO""® or lO*”® dilution of the overnight culture, then the 
tubes remaining clear after incubation may be sterile or contain very few viable 
organisms. If the strain being tested is one which is killed rapidly by effective 
concentration of penicillin, then the tubes remaining clear after 24 hours of in¬ 
cubation will be either sterile or contain only a few viable organisms, and this 
will be so irrespective of the size of the original inoculum. Therefore it is ap- 
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parent that if one Avishes to obtain satisfactory information regarding both the 
rate at which a particular strain can be killed and the minimal concentration of 
penicillin producing the maximum rate of killing, it is necessary to determine the 
number of organisms in the original inoculum and also in the tubes remaining 
clear after incubation. 

Our in vitro studies with sulfonamides are confirmatory of the original ob¬ 
servations of Ungar (1943). We have found that with many strains of viridans 
streptococci the minimal concentration of penicillin necessary to produce either 
a bacteriostatic or a bactericidal effect can be reduced 25 to 75 per cent by the 
presence of sulfonamide drugs. In other words, a subeffective concentration of 
penicillin in which the bacteria readily multiply may, in the presence of sul¬ 
fonamides, cause just as rapid killing of the organisms as a more concentrated 
preparation of penicillin. However, if penicillin is present in a concentration 
well above that of the sensitivity of the strain of A'iridans streptococci being 
tested, sulfonamides will not alter appreciably the rate at which the organisms 
are killed. 


SUMMARY 

From studies of the in vitro action of penicillin on various strains of viridans 
streptococci the following observations have been made: 

1. Concentrations of penicillin above the minimal concentration necessary for 
bacteriostasis have a bactericidal action. For any given strain there is a critical 
concentration of penicillin beyond which further increases in concentration have 
no increased bactericidal activity. 

2. Strains of viridans streptococci differ not only in regard to the minimal 
concentration of penicillin necessary for bacteriostasis but also in regard to the 
rate at which they are killed in the presence of an excess of penicillin. There is 
need for further studies concerning the possible correlation of these two variables. 

3. Within wide limits, variations in the number of exposed organisms do not 
appreciably alter the rate of bactericidal action of penicillin. 

4. Sulfonamide drugs seem to have the following effect on the in vitro action of 
penicillin: (a) The minimal effective concentration of penicillin is reduced for 
many strains of viridans streptococci, (b) In the presence of penicillin in 
amounts above the minimal effective concentration, sulfonamides do not ap¬ 
preciably alter the bactericidal action of the penicillin, 
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For a period of more than fifty years interest has been evidenced in the en- 
viromnentai factors responsible for endospore formation in bacteria. Lehmann 
(1888) attributed sporuiation to the accumulation of metabolites in the medium, 
but Buchner (1890) held that exhaustion of the nutrients was the cause of spore 
formation. Subsequent reports in the literature were adequately reviewed by 
Brunstetter and Magoon (1932). Additional investigations include those of 
Williams (1930-31), Cook (1931), Bayne-Jones and Petrilli (1933), Fabian and 
Bryan (1933), Roberts (1934), Roberts and Baldwin (1942), Hayward (1943), 
and I^naysi (1945). 

Our original purpose was to investigate some of the environmental factors 
which influence the sporuiation of Bacillus glohigiV^ In the course of these 
investigations we encountered serious difficulty in repeating, or even in du¬ 
plicating, experimental data. It was noticed that considerable colonial variation 
took place when this organism was cultured in liquid media. The following 
experiments were designed to test the premise that various strains, as determined 
by colonial appearance, possess varying ability to sporulate under similar 
environmental conditions. 

PROCEDURES 

The organism used was a strain of B, glohigiij originally obtained from the Uni¬ 
versity of Wisconisn. This bacillus produces a deep orange pigment and grows 
well on nutrient agar. However, it was found that pigmentation was enhanced 
when B. gldbigii was grown on a medium made of corn steep liquor (a by-product 
of the starch-refining industry); hence this medium was used. 

The corn steep liquor wns clarified by raising the pH to 8.0 with 50 per cent 
NaOH, heating for 30 minutes at 70 to 80 C, and filtering through a Buchner 
funnel precoated with filter-cel no. 540 (a diatomaceous earth filter aid made by 
the Johns-Manville Company). The filtrate was adjusted to pH 7.2 with 
H 2 SO 4 , and. the total solids were determined by drying triplicate aliquots in tared 
dishes at 110 C to constant weight. Sufficient filtrate was diluted with distilled 
water to make a solution containing 2.5 per cent of total solids. Additional 
nutrients such as peptones, glucose, and starch were added directly to this 
solution in the desired concentration, and the medium was sterilized by auto¬ 
claving at 125 C for 30 minutes. 

Preliminary work was done with liquid media in 500-ml gas-washing bottles 
equipped with sintered glass spargers through which air was passed by means of 
a vacuum. This technique, however, was extremely difficult to control and 

1 Studies conducted at Camp Detrick, Frederick, Maryland, from May to July, 1945. 

2 First Lt., First Lt., and Capt., respectively. 



52 


HAYWAED, MARCHETTA, AND HUTTON 


[voL. 52 


recourse was liad to agitation as a means of aeration. For this purpose a re¬ 
ciprocal shaking machine was constructed capable of holding six trays^ each tray 
containing thirty-two 125-ml Erlenmeyer flasks. The machine was cam-driven^ 
powered with a f-hp motor, and delivered 60 complete strokes per minute with 
a stroke length of 6 inches. The amount of aeration could be controlled ap¬ 
proximately by varying the amount of liquid in the flasks. We found that 
adequate aeration was obtained by using 20 ml of liquid in each flask. The 
machine was placed in a constant temperature room maintained at 33 ± 1 C. 

The use of agitation as a means of aerating liquid cultures proved of great 
value. Many more experiments could be conducted than was possible Avith 

TABLE 1 

Comparison of sporulation of five strains of Bacillus glohigii on six different liquid substrates 


PERCENTAGE OF SPORtTLATION OF INDICATED STRAINS, 21, 28, AND 45 HOURS 
AFTER INOCULATION 


MEDIA 

Strain Fi 

Strain Fa 

Strain Ri 

Strain Rs 


Strain S 


21 

28 

45 

21 

28 

45 

21 

28 

45 

21 

28 

45 

21 

28 

45 

2.5% com steep liquor 

5 

20 

95 

5 

20 

90 

1 

5 

50 

1 

2 

40 

0 

2 

40 

2.0% com steep liquor 
0.5% peptone 

40 

70 

95 

25 

40 

90 

1 

5 

40 

1 

2 

60 

0 

2 

20 

2.0% com steep liquor 
0.6% peptone 

0.5% glucose 

2 

5 

95 

0 

2 

85 

0 

2 

60 

0 

2 

70 

0 

2 

50 

2.0% com steep liquor 
0.5% peptone 

0.5% starch 

10 

15 

95 

15 

15 

95 

0 

2 

20 

0 

2 

20 

0 

2 

1 10 

2.0% com steep liquor 
0.5% glucose 

2 

2 

1 95 

0 

5 

95 

0 

2 

30 

0 

2 

60 

0 

2 

40 

2.0% com steep liquor 
0.5% starch 

20 

30 

95 

5 

10 

90 

0 

2 

20 

0 

2 

10 

0 

2 

30 


aeration trains, and close agreement between replicate experiments was char¬ 
acteristic. 

The percentage of spores Avas estimated microscopically by the examination 
of films stained by the Gram technique as Avell as by examination of wet prep¬ 
arations. This technique had been used previously by one of us (Hayward), 
and its limitations, which are adequately discussed by Knaysi (1945), are known. 
Final accuracy is not claimed for the figures in table 1, but the trends shoAvn are 
considered fully significant. 

EXPERIMENTAL 

Colonial variants AAure obtained by smearing a number of plates of a medium 
composed of 2.5 per cent CSL (corn steep liquor) and 2 per cent agar with 
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dilutions of an old liquid culture of B. globigii. The plates were examined under 
a dissecting microscope with reflected light at 6X magnification after 20 hours^ 
incubation. It was important to examine the plates uiiile the colonies were 
relative!}^ young and when the plates were not crowded, otherwise all the colonies 
had a similar appearance and the variants were difficult to distinguish. Non-* 
pigmented and mucoid colonies were disregarded because it was desired to retain 
the typical pigmentation of the species. Five different colonial types wmre 
isolated and cliaracterized as follows: 

(1) S type colony. A smooth, circular, glistening colony with entire edge, umbonate 
elevation, and with buttery consistency. 

(2) Ri type colony. A rough colony, circular in shape, glistening, with undulate mar¬ 
gin, umbonate elevation, and buttery consistency. 

(3) E ,2 type colony. Differentiated from the Ri type by deeper serrations and a more 
coarsely granular appearance. 

(4) Fi type colony. A flat, very coarsely granular colony with curled edge, generally 
circular, and lacking the glistening qualities of the S and R types- 

(5) F 2 type colony. Differentiated from the Fi tjq^e by a comparative lack of pigment 
and more tenacious adherence to the agar medium. 

In the parent cultm'e the Ri colonies predominated, whereas the F t 3 pes were 
encountered less than once in each thousand colonies observed. Although no 
special effort was made to determine the variation pattern, it was noticed that 
R types would vary to S. The reverse was not encountered, and the S as well as 
the F type colonies were relatively stable. 

The sporulating qualities of the five strains were determined by inoculating 
flasks of 2.5 per cent CSL medium supplemented with peptone or carbohydrate, 
or both, with approximately 1.0 X 10® spores of the respective strains. The 
flasks were agitated on the shaking machine described above, and examination of 
the contents was made at periodic intervals. The results of a typical experiment 
are shown in table 1. It will be seen that the Fi and F 2 strains sporulated much 
faster and more completely than the R and S strains on the six media combina¬ 
tions tested. The composition of the substrate exerted some influence, but our 
data are incomplete. It is hoped that a more complete report on this phase of 
the problem can be made in the future. 

The objection might be raised that the percentage figures quoted do not 
represent a true picture because of the lysis of vegetative cells in the F strains. 
This objection is not valid however, because the total spore crop of the Fi strain 
in these media was approximately 1.0 X 10® spores per ml, whereas the total 
count for the Ri strain rarely exceeded 0.5 X 10® spores per ml. All spore counts 
were made by averaging the counts of quadruplicate plates having at least 50 
colonies per plate. 


DISCUSSION 

It was determined that various strains of B, globigii possessed different degrees 
of ability to sporulate mider a given set of environmental conditions. This fact 
led to difficulty in duplicating experiments and thus to doubtful interpretation of 
data. By the selection of a relatively stable strain (F type) having good spor- 
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iilating ability, together with the use of controlled agitation as a means of 
aeration, it was possible to duplicate results, so that the standard deviation 
of replicate experiments was of the same order as the standard deviation of the 
poured plate and direct microscopic counting procedures used. 

SUMMARY 

It is shown that variant strains of the so-called Bacillus globigii possess varying 
degrees of ability to sporulate under similar environmental conditions. 

Positive correlation between colonial morphology and spomlating ability is 
shown for B, globigii. 

The importance of using a pure and stable strain of an organism for studies on 
physiological factors affecting endospore formation is indicated. 

Favorable evidence is presented for the use of agitation as an aeration pro¬ 
cedure, and a brief description is given of a machine designed for this purpose. 
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Aqj measures which effect a reduction in respiratory infections are worthy of 
serious consideration. There is increasing clinical evidence that some of these 
infections may be reduced by the proper application of germicidal ultraviolet 
energy (Wheeler et aL, 1945; Wells, 1945; Robertson et aL, 1943; Liickiesh and 
Holladay, 1942). Quartz mercury arcs have been used in the laboratory for 
many years for sterilizing and disinfecting purposes, but they are not suitable for 
general application in the field of ah disinfection. The newest source of ger¬ 
micidal energy, the so-called germicidal lamp, consisting of a low-pressure 
mercury arc in a special ultraviolet-transmitting glass tube, has a germicidal 
efficiency 5 to 10 times that of the most potent quartz mercury arc. These 
germicidal lamps are relatively powerful sources of germicidal ultraviolet energy, 
approximately 25 per cent of the input w'attage being radiated in the spectral 
region of X2537, which is approximately of maximal germicidal effectiveness. 

The efficacy of a system of air disinfection, such as the use of germicidal lamps, 
can be appraised by clinical or physical methods. Both have important lim¬ 
itations. The clinical method requires adequate control tests, and, notwith¬ 
standing the best planning and experimental technique, there are uncontrollable 
factors. Clinical evidence of the value of ultraviolet energy in this field is already 
available as the result of many researches, how’ever, and furnishes convincing 
proof of its value when used in adequate intensities. 

Devices of varying degrees of sensitivity for the measurement of germicidal 
energy (X2537) have been developed in this laboratory (Taylor, 1944, 1945). 
They make possible an engineering foundation for the use of germicidal lamps. 
They also make it possible to check on the depreciation of lamps by reason of 
age, dust, etc. One of these devices can be used to determine whether the 
intensities at bed leve| in a hospital are in conformity with values established by 
the Council on Physical Therapy of the American Medical Association. 

Physical appraisal of the presence of air-borne 'microorganisms, and of the 
efficacy of their removal by any system of disinfection, requires the application 
of satisfactory methods of air sampling. Considered in the light of the results 
achieved, air samplers now^ in use may be divided into two general classifications; 
viz., those which collect the organisms without breaking up possible clumps*of' 
bacteria, and those which break up such clumps so that each organism has a 
chance to growr a colony on the culture medium. Some samplers of the first type 
are the Wells (1933) air centrifuge, the funnel-type sampler of Hollaender and 
Dalla Valle (1939), Bourdillon^s (1941) slit sampler, the sieve device of duBuy 
and Crisp (1944), and the funnel dewce as modified by Berry (1941) to add the 
effect of an electrostatic field. Two samplers wffiich probably break up clumps 
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of bacteria, at least partially, are the bead bubbler of Wheeler, Foley, and 
Jones (1941) and the atomizer-bubbler device of Moulton, Puck, and Lemon 
(1943). The devices which break up the clumps collect the bacteria in water, 
from which they must be plated out. The other devices collect the micro¬ 
organisms directly on the culture medium, which can then be incubated for 
colony formation. Most of these devices have been extensively studied by the 
Industrial Hygiene Research Laboratoiy, National Institute of Health (diiBuy, 
Hollaender, and Lackey, 1945). 

In order to be most useful in sampling air-borne bacteria, it would appear that 
an air sampler should have certain characteristics, among which the following 
are probably the most important: 

(a) High efficiency, collecting a large percentage of ail microorganisms entering it, 
regardlece of their origins, 

(b) Simplicity of operation, preferably being a complete apparatus requiring no auxil¬ 
iary equipment such as vacuum pump, manometer, etc. 

(c) Use of standard petri dishes with solid culture media, to avoid the necessity of 
^^plating out” from liquids. 

(d) Freedom from, bacterial contamination which would require sterilization between 
samplings. 

(e) A constant and known air rate, so that a definite amount of air is sampled in a given 
time, 

(f) A high degree of portability, so that samplings can be made conveniently and simply 
wherever desired. 

During the course of six years of fundamental research the authors have been, 
attempting to develop more satisfactory air-sampling devices (Luckiesh et at, 
1946), with the result that t^vo highly efficient devices have been developed. It 
is the purpose of this paper to describe them and show a few typical results. 

RADIAL JET SAMPLER 

Apparently one of the best samplers previously described is the slit sampler 
developed by Bourdillon, Lidwell, and Thomas (1941). Their publications and 
some private correspondence indicate that their apparatus, with some modi¬ 
fications not included in the original publication, would be valuable in studies of 
the value of diffeKjnt methods of air disinfection. * 

The authors, originally without knowledge of the work of Bourdillon and his 
colleagues, have developed the slit sampler (hereafter referred to as a radial jet 
sampler RJ) shown diagrammatically in figure 1. The air to be sampled is 
drawn through the sampler by means of a vacuum pump attached to the outlet. 
The air enters a closed metal drum, as showm, passes through a radial slit in the 
bottom of the drum, and impinges at high velocity on the culture medium in the 
petri dish below. It then passes over the edge of the dish and out through an 
opening below, as shown. At an air rate of 1 cubic foot per minute the velocity of 
air through the slit is approximately 100 feet per second. The petri dish is 
rotated at a rate of 2 revolutions per minute,'to spread the colonies uniformly 
over the surface of the culture medium. 
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The efficiency of this sampler has been evaluated by connecting other samplers 
of a different type in series V/’ith it. Apparently the radial jet sampler collects 
more than 95 per cent of the air-borne bacteria. 

The portability of this sampler is governed by the weight of the necessary 
vacuum pump and motor. This limits its usefulness in field tests as the authors 
have been unable to find a satisfactory lightweight vacuum pump and motor. 
It has very definite advantages otherwise if this difficulty can be overcome. 


^PLASTIC 


AIR 

INLET 



Fig. 1. A Veetxcal Section of the Badial Jet Aib Sampleb, RJ 
At the bottom is a plan view of the radial slit in relation to the petri dish 


ELECTROSTATIC AIR SAMPLERS 

Since the electrostatic principle is effective in the collection of dust and smoke 
particles, the authors sought methods of applying this technique to the collection 
of bacteria. Not until their work was completed did they become aware of the 
development of an electrostatic sampler by Berry (1941). 

In order to have a fairly constant source of air bacteria, a cabinet was con¬ 
structed as illustrated diagrammatically in figure 2. To this was attached a 
small rectangular tunnel (figure 3), composed of a highly insulating material 
(Incite), through which air samples were drawn., This channeThad metal 
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electrodes above and below. They were connected to a rectifier supplying 

direct current of any desired voltage from 0 to 8,000 volts. Either electrode 
could be made positive or negative. Also, the shape and spacing of the elec¬ 
trodes could be varied as desired by introducing elements such as C. A culture 
medium Nj poured on rectangular flat plates, was used to collect the bacteria. 
Eschenchia coli in Ijroth was atomized into the chamber (figure 2) and the fan 
and continuous air flow through the chamber served to keep the concentration 
of organisms fairly uniform and constant. 

It was immediately evident that an electrostatic charge greatly increased 
the collection of E. coli. The distribution of colonies along the length of the 
plate was greatly affected by the air rate and the applied voltage. It ^vas found 



that if the upper electrode extended to a point immediately above the left-hand 
end of the collecting plate, many of the colonies were removed from the air by 
the electrical held before reaching the nutrient plate. When the electrode C 
was used, a much better collection resulted, the colonies being less concentrated 
at the left-hand end of the plate. By proper control of air flow and voltage, 
most of the E. coli entering the channel could be collected on the nutrient plate. 
In some cases nutrient plates were used at both top and bottom of the channel. 
Both plates collected E. coli^ but the plate placed on the ‘positive electrode 
collected nearly ten times as many as that on the negative electrode. Appar¬ 
ently, only static charges are involved, and it has been found that it is unneces¬ 
sary to make electrical contact with the nutrient so long as the back of the plate 
is in contact with the electrode. 

Tiie next step was to design and build a portable device employing the electro¬ 
static principle. The first sampler employed a single petri dish, with a switch 
to reverse the polarities of the two electrodes when desired. Experience with 
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this in collecting air-borne bacteria indicated the desirability of making simul¬ 
taneous samplings with both positively and negatively charged electrodes under 
the petri dishes. The final result was the design and construction of the duplex 
electrostatic sampler DE shown in figures 4 and 5. 


Fig. 5. External View of the Duplex Electrostatic Air .Sampler, Dlt 

As is shovTi in figure 4, the tivo petri dishes are placed in the two plastic units 
which have removable covers. A small electrically operated blower draws air 
at equal rates through the two units. One of these has the lower cdectrodc 
negative and the upper electrode, a fairly flat metal cone, positive. In the other 
unit the electrical conditions are reversed. The applied voltage of approxi¬ 
mately 7,000 volts is derived from a half-wave rectifier employing a high voltage 
transformer and an 879/2 x 2 rectifier tube. The air rate'through each unit 
is 0.5 cu ft per minute. The shape of the upper electrode and the air rate were 
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determined by many trials and have been chosen to give a good distribution of 
colonies over the plate area and a high efficienc}^ of collection. 

It is assumed, and experience verifies the assumption, that both positively 
and negatively cliarged bacteria exist simultaneously in the air. Those having 
a positive charge will be collected on the negative electrode (or the petii dish 
placed on it) and those negatively charged will be collected on the positive 
electrode. Chnseciiiently, one unit collects on the petri dish those positi^mly 
charged and tlie other those which are negatively charged. Presumabl}^, if 
a liac'terium or the medium to which it is attached has no charge, it would not 



Fic. 6. Petri Dishes Showing the Results of Sampling Air-borne Bacteria in a 
Cafeteria During the Lunch Period, November 12, 1945 
The mcliiil jet air sampler RJ was used at 1 cu ft per minute, with a total of 5 cu ft for 
ea(di. sampling. Largest crowd was in cafeteria at about 12:15 P.M. 


be selectively collected. Consequently, each unit collects on the petri dish 
both charged and uncharged bacteria. However, the partial duplication of 
catch in the two units is somewhat offset by the loss of some bacteria which 
pass through without collection in either unit. Quantitative results are discussed 
later. 

In our work with naturally occurring air-borne bacteria, a tryptose blood 
agar base (Difeo) was used. With this nutrient it is found that on the average 
there are approximately 30 per cent more colonies developed on the petri dish 
placed on the negative electrode than on that on the positive electrode wdren 
sampling naturally occurring air-borne bacteria. Whether or not this ratio 
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is dependent upon the types of colonies which will grow on this medium or 
whether it depends upon other factors, will be the subject ot further studies 
It is possible that the preponderance of negatively charged bacteria encountered 
in our tests with E. coli atomized into the air may be the result of charges im¬ 
parted in the process of atomization. That both positively and neg.itu'cly 
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Fig. 7. Petri Dishes Showing the Results of Simultaneous Samplings of the Aik a'I’ 
THE Indicated Times in the vSame Cafeteria 
The duplex electrostatic sampler was used at -1-7,000 and —7,000 volts, and tlic nulial jet. 
sampler without voltage. Note that the sum of the colonies collected on the tvyo dishes ol‘ 
the DE sampler is approximately the same as the number collected by the radial jet sampler. 

charged bacteria exist in the atomization chamber is evidenced by the hivX tiiat 
either a positive or a negative electrode collects more E. coli than one witliout 
charge. 

Ill appraising the bacterial content of the air, our procedure is to assume iliat, 
when 5 cu ft of air are drawn through each unit of the duplex sampler, the .so/m of 
the colonies on the two petri dishes repi*esents the total number of baidvria in 
o cu ft which will colonize on the medium used (neglecting the facd; tiiat tins 
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sampler may not break up clumps). Comparative tests with the radial jet 
sampler show that when the results are appraised in this w^ay, the average col¬ 
lection by this duplex electrostatic sampler is approximately two or three per 
cent greater than that by the radial jet sampler Tvhen collecting naturally 
occurring air-borne bacteria. 

Since the upper metal electrodes also collect bacteria, it was a question whether 
they should be sterilized between samplings to avoid contamination of subsequent 
samplings. In order to test this, air samples have been drawn from the atomiza- 


cc 



TIME OF DAY 

Fig. 8. A Cohpakison op the Collection op Air-borne Bacteria by the DE Sampler 
AND BY Simply Exposed (Sedimentation) Dishes 


tion chamber (figure 2), subsequently followed by samplings of air sterilized 
by massive irradiation by germicidal energy. These tests indicated that it is 
unnecessary to sterilize the sampler, since the subsequent contamination was 
less than 0.1 per cent, regardless of whether or not the upper electrodes were 
cleaned with alcohol. 

Figures 6 and 7 show some typical results obtained in sampling air in a cafe¬ 
teria in November during the lunch period, which lasts from approximately 
11:15 A.M. to 1:15 p.m. /with the peak crowd at about the middle of this 
period. The petri dishes illustrated in figure 6 were exposed in the radial jet 
sampler. It will be noted that the colony distribution across the area of the 
dishes was very satisfactory. , 
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For the results shown in figure 7 the DE and RJ samplers were operated 
simultaneously and in parallel in the same cafeteria, the air rate being 0.5 cu 
ft per minute through each unit of the DE sampler and 1 cii ft per minute 
through the RJ sampler. Each petri dish represents the sampling of 5 cii ft 
of air at the indicated time. 

Figure 8 compares the bacterial content of the air in the cafeteria throughout 
the lunch period on a January day as appraised by the DE sampler and by 
sedimentation on open petri dishes exposed for 30-minute periods as indicated. 
The second slight peak may indicate activity in clearing the tables. Experience 
in all our tests indicates that many of the bacteria caught are from dust stirred 
up by activity. 

In order to avoid any hazards due to the high voltage used in the sampler, 
10 megohm resistors have been inserted between the terminals of the rectified 
voltage and the sampler electrodes. Although this sampler probably does not 
break up clumps or clusters of bacteria, this result might be achieved by collecting 
them in liquid, violently shaking the liquid in a test tube, then plating out. 

As will be evident from figure 5, the duplex electrostatic sampler is very 
compact and portable. It weighs approximately 12 pounds complete, and the 
blower is sufficiently quiet to allow its use in public places. Many tests have 
been made in movie theaters, a cafeteria, etc,, without disturbing the occupants. 

The RJ sampler has also been tested with an electrostatic field, but this seems 
to be unnecessary unless air rates of the order of 0.5 cu ft or less per minute 
are used. 

Our experience indicates that the duplex electrostatic sampler fulfills all the 
requii’ements set forth above, and we believe that it should prove to be a valuable 
tool for field tests. Much more infoi-mation is needed to determine existing 
air contamination in many institutions and public places, and extensive use of 
such samplers should supply the necessary data. 
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Streptomycin (Schatz, Bugie, and Waksman, 1944) has been shown to have 
a high in vitro activity against various species of Proteus (Robinson, Smith, 
and Graessle, 1944; Helmholz, 1945) and is efficacious in the treatment of some 
human infections (Herrell and Nichols, 1945). There are, however, no data on 
its activity in experimental Proteus infections other than the mere statement 
that streptomycin protects mice infected with Proteus vulgaris, (Jones, Metzger, 
Schatz, and Waksman, 1944). The present work is an attempt to determine 
the therapeutic effectiveness of streptomycin on Proteus vulgaris infections of 
the developing chick embryo. 


METHODS 

Fresh, fertile Leghorn eggs were incubated for 10 days in a standard egg 
hatcher and were prepared for use by creating an air space over the embryo. 
This was accomplished by drilling a small hole through the shell into the air 
space at the butt end of the egg and a second hole just through the shell and 
shell membrane on the side of the egg over the embryo. Suction was applied 
on the hole entering the air space until the chorio-allantoic membrane dropped 
away from the hole on the side of the egg. The two openings were covered 
with collodion and the embryos placed in a bacteriological incubator set at 
37 C. The following day the 11-day-old embryos were candled for viability 
and infected by dropping 0.05 ml of a 10^ dilution of a 24-hour peptone water 
culture of Proteus vulgaris on the chorio-allantoic membrane. This inoculum 
was approximately the minimum infecting dose and contained between 10 and 
150 organisms, as determined by plate counts. The streptomycin^ was diluted 
to contain the proper amount in 0.1 ml saline, and was applied as w^as the inocu¬ 
lum. The strain of Proteus vulgaris used in these studies was one from our 
stock culture collection which had been isolated from a human source less than 
three years previously. In vitro bacteriostatic tests showed that growth was 
inhibited in peptone water at a concentration of 1.8 units per ml. The infected 
and treated embryos were maintained in a 37 C bacteriological incubator and 
candled daily to determine viability. They were autopsied at death, or, if still 
alive, they were sacrificed on the seventh day following infection. Cultures 
were routinely made of the chorio-allantoic membrane and of the amnionic 
fluid. Cultures were also occasionally made of the blood or of the various 

^ The streptomycin hydrochloride used in these studies was kindly supplied by Br. D. 
E. Robertson of Merck and Co., Inc. 
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organs. A semiquantitative procedure was used in making cultures from the 
cliorio-allantoic membrane and the amnionic fluid. Greenes method (Green 
and Birkeland, 1944) utilizing a swab to pick up organisms from the chorio¬ 
allantoic membrane and streaking on one-half of an agar plate was employed 
to estimate the degree of infection. To determine approximately the number 
of organisms in the amnionic fluid, the amnionic sac was carefully opened and 
the tip of a dry swab inserted and then streaked on the other half of the agar 
plate. The growth on the two halves of the plate served as an index of the 
number of organisms present in the two parts of the embryo. 

EXPERIMENTAL 

Proteus vulgaris produces a rapidly advancing generalized infection in 11-day- 
old chick embryos, and death occurs within 48 hours following infection (table 1). 
At autopsy the exposed chorio-allantoic membrane is covered with a thick 

TABLE 1 


Effect of administration of streptomycin IS hours following infection 


UNITS OF STfiEPTOMYCIN 

NUMBER OF 
EMBRYOS 

SURVIVAL OF EMBRYOS IN DAYS 

NO. OF EMBRYOS 
GIVING POSITIVE 
CULTURE , 

MEAN SURVIVAL 
TIME (days) 

■ 1 1 

2 

3 

4 

5 

6 

7 

None (controls) 

23 

22 

6 

2 

0 




23 

1.3 

50 

8 

8 

2 

1 

0 




8 

1.3 

260 

8 * 

8 

3 

2 

2 

1 1 

1 

0 

8 

2.1 

500 

10 

9 

2 

0 





10 

1 1.1 

1,000 

^ ! 

5 

5 

5 

5 

4 

3 

3 

5 

6.0+*" 


* The 4- sign indicates that the embryos alive on the seventh day were sacrificed, and 
hence the mean survival time is greater than the value indicated. 


gray plaque and the embryo is extremely hemorrhagic. The organism can be 
abundantly recovered from the plaque on the chorio-allantoic membrane, the 
amnionic fluid, the blood, and the various organs of the embryo. The hemor¬ 
rhagic appearance and the characteristic fecal odor of embryos dying from 
Proteus infection strikingly separate them from embryos dying of natural causes. 

In the first series of experiments treatment with streptomycin was begun 
18 to 20 hours follomng infection (table 1). At this stage the infection is w^ell 
advanced and is grossly indicated by the plaque on the chorio-allantoic mem¬ 
brane and by the reduced activity of the embryo as evidenced by candling. 
The mean survival time of the untreated embryos wms 1.3 days and was extended 
to 6.0+ days when the infected embryos received 1,000 units of streptomycin. 
Smaller amounts of streptomycin were ineffectual in arresting these advanced 
infections. Embryos receiving 500 units or less all died of Proteus infection. 
The organism was readily recovered from these embryos, and the dead embryos 
had all the characteristics of death due to Proteus vulgaris* Proteus vulgaris 
could also be recovered from the embryos receiving 1,000 units. In this series, 
2 of the 5 embryos were sacrificed before they died because of improper candling. 
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The remaining 3 embryos were sacrificed on the seventh day. These 5 embryos 
when examined had a normal healthy appearance and the fecal odor was absent. 
This suggested that 1,000 units of streptomycin did not free the embryo of 
Proteus vulgaris but suppressed the effects of the organism until the embryo 
became resistant to it. In older embryos the organism could exist and perhaps 
multiply somewhat, but the embryo would be resistant to its effects. To verify 
this possibility, five 16-day-old embryos were infected with approximately 
100 organisms, and five additional embryos were infected with 10,000 organisms. 
These embryos were sacrificed just before hatching (5 days later) and cultured 
for Proteus vulgaris. All were alive and appeared to be normal and healthy, 
but confluent growth of Proteus vulgaris was obtained when swabs from the 
chorio-allantoic membrane and the anmionic sac were streaked on agar plates. 
It would seem then that larger or repeated doses are requhed to eliminate the 
organism from the embryo when treatment is begun at this advanced stage of 
infection. 


TABLE 2 


Effect of administration of streptomycin 6 hours following infection 


UNITS OF STREPTOMYCIN 

NUMBER OF 
EMBRYOS 

SURVIVAI. OF EMBRYOS IN DAYS 

NO. OF EMBRYOS 
GIVING POSITIVE 
CULTURE 

MEAN SURVIVAL 
TIME (days) 

1 

2 

3 

4 

5 1 

6 

7 

None (controls) 

23 

22 

6 

1 

2 

0 




23 

i 1.3 

50 

5 

4 

4 

4 

3 

2 ' 

2 

2 

5 

1 4.24- 

250 

5 

4 

3 

3 

3 

3 

3 

3 

3 

4.44- 

1,000 

5 

5 

5 

5 

5 

4 

4 

4 

1 

6.24- 


In the second series of experiments treatment with streptomycin was begun 6 
hours followiag infection (table 2), as it was felt that 18-hour infections "were so 
advanced that abnormally high concentrations of streptomycin w^ere needed 
to show any effect. The mean survival time of embryos receiving 50 units 
streptomycin was extended to 4.2+ days. Proteus vulgaris w^'as recovered from 
all the embryos. However, the two sacrificed on the seventh day lacked the 
gross characteristics of Proteus infection. The mean survival time of the em¬ 
bryos receiving 250 units was about the same as those receiving 50 units. In 
this group Proteus vulgaris was recovered from only 3 embryos, the 2 dying early 
and 1 of the 3 sacrificed on the seventh day. Embryos receiving 1,000 units 6 
hours after infection w^ere well protected and the organisms eliminated, with 
the exception that one of the embryos sacrificed on the seventh day yielded 
a few organisms from the chorio-allantoic membrane. The embryo dying on 
the fifth day died from other causes as no organisms could be isolated from 
any part of this embryo. 

The investigation w^as further extended by a series of experiments in which 
the streptomycin was administered in 3 treatments (table 3). The embryos 
received treatments at 6, 30, and 54 hours foUowing infection. Thirty units 
in 3 treatments were approximately as effective as 50 units in 1 treatment. 
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One hundred and fifty units in 3 treatments were more effective than 250 units 
in 1 treatment. Four of the five embryos receiving 150 units in 3 treatments 
were devoid of organisms, whereas only 2 of the 5 embryos receiving 250 units 
in 1 treatment were free of organisms. Proteus vulgaris was recovered from 
only 1 of the 2 embryos dying on the fourth day (table 3), the second embryo 
dying from natural causes. These doses are in accord with the 150 to 300 
units that Jones, Schatz, and Waksman (1944) used to protect embryos infected 
with Shigella gallinarum and Brucella abortus, Proteus vulgaris was completely 
eliminated from the embryos receiving 750 units in 3 treatments, and the mean 
survival time was extended to 6.2+ days. 


TABLE 3 

E^ect of administration of streptomycin 6, SO, and S4 hours following infection 


UNITS OF STEEPTOMVCIN 

NUMBER OP 
EMBRYOS 

1 

SURVIVAL OF EMBRYOS IN DAYS 

NO. 0| 

EMBRYOS giving 
POSITIVE 
CULTURE 

MEAN SURVIVAL 
TIME (days) 

Per treat¬ 
ment 

Total 

1 

2 

3 

4 

5 

6 ‘ 

i 

7 

None 

0 

23 

22 

6 

2 

0 


i 


23 

1.3 

10 

30 

5 1 

4 

3 

3 

3 

2 

2 1 

2 

4 

3.8+ 

50 

150 

5 

5 

5 

5 

3 

3 

3 

3 

1 

5.4+ 

250 

750 

5 

5 

5 

5 

5 1 

4 

4 

4 

0 

6.2+ 


SUMMARY 

Proteus vulgaris produces a rapidly fatal infection in 11-day-oId chick em¬ 
bryos, whereas those 16 days old are relatively resistant. 

Streptomycin in doses of 1,000 units or more is necessary to arrest 18-hoiir 
infections. The drug is considerably more effective when administered 6 
hours after infection. Two hundred and fifty units in 1 dose or 150 units in 3 
daily doses served to protect approximately 50 per cent of the embryos. Larger 
doses when administered early not only gave protection but in addition elimi¬ 
nated the organism from the embryo. 
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In a previous paper Weiser and Osterud (1945) presented evidence tiiat the 
death of bacteria by freezing involves a rapid-acting or “immediate’’ death, 
caused by freezing and thamng per se, and a “storage” death, which is a direct 
function of time and temperature. Evidence was also presented which sup¬ 
ported the theory that immediate death results principally from the mechanical 
action of extracellular ice. The present investigation is an attempt to gain 
additional information concerning the mechanism of death of bacteria by freezing. 

literature 

When water is cooled to temperatures below 0 C, under ordinary circum¬ 
stances it crystallizes to form ice. However, if cooled to very low temperatures 
under special conditions, it may solidify without crystallizing, a state analogous 
to glass, termed vitreous. The vitrification of pure water is very difficult to 
accomplish but has been reported by Hawkes (1929) and by Burton and Oliver 
(1935). 

Any extensive discussion of the factors influencing the crystallization, mtrifica- 
tion, and devitrification of water is not within the scope of this article. They 
are well treated in such works as those of Luyet and Gehenio (1940) and Dorsey 
(1940). Briefly, vitrification of any aqueous solution can only be accompMied 
by reducing the temperature through the zone at which crystallization occurs 
so rapidly that there is insufficient time for crystals to form. With ordinary 
water the velocity of the formation of ice crystal nuclei and of crystal growth 
is so great that vitrification is seldom accomplished. However, the inclusion 
in water of substances such as sucrose or gelatin, which increase its viscosity, 
greatly retards the orientation of water molecules to form ice crystals and thus 
makes vitrification easier to accomplish. Vitrification of these solutioB^ can 
usually be effected by subjecting them, in very thin films, to low temperatures 
such as that of liquid nitrogen. If vitreous water is warmed slowly, devitrifica¬ 
tion will occur, whereas if it is warmed rapidly vitromelting will occur. Slow 
warming does not result in a change to the crystalline state (devitrification) 
until temperatures approaching 0 C are reached. For example, in the case of 
vitrified 2 m sucrose the temperature at which devitrification takes place has 
been reported by Luyet and Gehenio (1940) to be —31.8 C. Devitrification 
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can be completely avoided and the vitreous water converted directly to liquid 
provided the temperature is raised through the crystallization range very 
rapidly, a process called vitromelting. 

Stiles (1930) upheld the theory that cell death from freezing is due to changes 
in the physical structure of the protoplasm brought about by the formation of 
ice crystals within the cell. He suggested that the colloids of protoplasm may 
be able to withstand vitrification and vitromelting better than freezing and 
thawing. As evidence of this he presented his finding that hydrosols of pure 
chlorophyE and of gum mastic are less altered by rapid cooling to very low 
temperatures than by slow cooling to the same temperatures. Whether vitrifica¬ 
tion was actually observed in the materials which were cooled rapidly was not 
stated. The author did not extend his investigations on vitrification to include 
microorganisms. 

Luyet was the first to investigate the vitrification of living cells. The results 
of the studies of Luyet and his co-workers extending from 1937 to May, 1939, 
are summarized by Luyet and Gehenio (1940) in their book Life and Death 
at Low Temperatures, In their preliminary work these investigators used a 
number of materials including gelatin, sugars, albumin, gums, dextrin, glycerine, 
and sodium chloride. Solutions of these substances were spread in thin films 
on cover slips, etc., and their reactions to treatments favoring vitrification, 
devitrification, and vitromelting were studied. The investigations were then 
extended to include living cells. 

Luyet and Gehenio were not certain that vitrification of the protoplasm of 
living cells actually occurred. However, the likelihood that it took place was 
considered great. They pointed out that proof that fewer organisms are killed 
under the conditions favoring vitrification than under similar low temperature 
treatments which produce crystallization would constitute indirect evidence 
that vitrification of protoplasm had been achieved. They stated that very 
small organisms below one-third of a mm in thickness should be capable of 
vitrifying provided their water content does not exceed 90 per cent. In their 
attempt to develop successful methods for producing vitrification, they tried 
many different suspending mediums, methods for obtaining thin films, and 
procedures for accomplishing rapid cooling of films. Films prepared on thin 
sheets of mica and in fine wire loops were found to be the most satisfactory. 

These authors subjected various members of the rhizopods, the ciliates, and 
the flagellates to vitromelting treatment. Failure to revive a single one of 
these organisms led them to conclude that the organisms had not undergone 
vitrification because of too high a water content. In subsequent trials a small 
percentage of myxamoebae and frog spermatozoa were reported to survive 
vitromelting treatment, whereas rat spermatozoa were all killed. Plasmolyzed 
cells from moss and onion epidermis survived, as judged by their ability to 
deplasmolyze following treatment. Treated fibers of frog muscles retained only 
limited power of contraction. The authors summarized their experiments by 
saying, “Although there are several unexplained exceptions, the results obtained 
in the vitrification of protoplasm, and in particular those furnished by moss, 
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epidermal cells and muscle fibers, seem to confirm the view that a good vitrifica¬ 
tion is not injurious, there being no molecular disturbance, while an incomplete 
vitrification or devitrification and, a fortiori, crystallization, are injurious to 
the extent that they disrupt the living structured’ 

Alexander Goetz and S. Scott Goetz (1938) and Alexander Goetz (1939) also 
regarded freezing injury as a physical death due to the formation of intra¬ 
cellular ice. They stated, 'Tn contradistinction to crystallization, vitrification 
would not disturb the molecular arrangement of the cell contents, and also, 
the more macroscopic effect of crystallization, the lesion of the cell membrane, 
is impossible.” They compared the effects of crystallization and vitromelting 
on yeast cells suspended in Ringer’s solution and in gelatin. Cooling baths of 
liquid air and liquid nitrogen were used. The vitrification procedure consisted 
of immersing thin films of a yeast suspension (held in a fine platinum loop) in 
cooled isopentane. Melting of the vitrified material was effected by rapid 
transfer to a bath of petroleum ether at room temperature. As a control, 
crystallization was produced by immersing test tubes containing larger quantities 
of the suspension in the freezing bath. The methylene blue differential staining 
method was used for determining the numbers of living and dead cells. The 
authors reported that the mortality resulting from freezing and thavung was 
approximately 75 per cent, whereas that resulting from the vitromelting treat¬ 
ment was approximately 10 per cent. The death rate which occurred during 
devitrification treatment was observed to increase gradually over the devitrifica¬ 
tion temperature range of —140 C to — 5 C, becoming very appreciable at the 
higher temperatures. 

Breedis (1942) has reported that the vitromelting treatment completely 
inactivates the cells of mouse leukemia, whereas slow freezing to the same 
temperature permits many to remain viable. 

Reports on the effects of crystallization, vitromelting, and devitrification 
treatments on cells are few, and final unequivocal evidence on the comparative 
influence of these treatments will not be complete until additional experiments 
are conducted in which the time-temperature changes of controls parallel the 
vitromelting treatment closely. Moreover, the methods of determining the 
viability of cells must be more certain than those which have been generally 
employed so far. 


GENERAL METHODS 

The methods for culturing organisms, preparing suspensions, determining 
numbers of organisms, and analysis of data, etc., were in most respects similar 
to those previously used by Weiser and Ostemd (1945). 

The stock suspensions of bacteria used in the present experiments were pre¬ 
pared as follows: The organisms were collected from agar slopes in m/60 
phosphate buffer, pH 7.0, centrifuged, and resuspended in a small volume of 
buffer. An aliquot of this was diluted and the number of organisms estimated 
using the Klett-Summerson photoelectric colorimeter. The stock suspension 
was then prepared by diluting with 10 per cent cp sucrose. This dilution was 
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usually about 1:100, so that changes in the final concentration of sucrose were 
negligible. The inclusion of 10 per cent sucrose was found to facilitate vitrifica¬ 
tion. The stock suspensions were stored at 8 C to 10 C during the course of 
the experiments in order to keep the numbers of viable organisms as constant 
as possible. Dilutions for plating were made in m/60 phosphate buffer, pH 7.0, 
and the platings were conducted in quadruplicate. Incubation of plates was 
continued for at least 3 days at 37 C. 

For the preparation of films very small drops of approximately 0.02 ml (larger 
drops result in thick films wdiich mil not vitrify) were measured with a fine, 
calibrated capillary pipette from the stock sucrose suspension and placed between 
two sterile, no. 1, 22-mm cover slips. The cover slips were pressed together 
to aid capillary action and secure thin films. The preparations were handled 
with sterile instruments and suspended in sterile, fine-wire baskets during treat¬ 
ment. The container used for the liquid nitrogen was a pint thermos bottle. 

The crystallization treatment consisted of holding the film preparations in 
the atmosphere above the liquid nitrogen until freezing was observed (about 
3 seconds) and then immersing them in the liquid nitrogen for 30 seconds. 
Following this they were removed from the bath, allowed to remain in the air 
until thawed (which occurred in about 15 seconds), and promptly diluted and 
plated. The dilution bottles were observed while being shaken for several 
minutes to make certain that the slips became separated so as to allow proper 
dispersal of the organisms. 

Vitromelting treatment was conducted by quickly plunging prepared films 
into liquid nitrogen. The preparations usually reached the temperature of 
liquid nitrogen in about 2 seconds, as evidenced by the cessation of bubbling. 
Thirty seconds later they were rapidly transferred to the diluting buffer at room 
temperature. Usually the preparations were typically vitreous in appearance 
when removed from the nitrogen bath. The few which showed evidence of 
crystallization were discarded. The melting of the films took place quickly 
in the diluting buffer without any visible evidence of crystallization. 

The devitrification treatment was accomplished by jfirst vitrifying the films 
in liquid nitrogen and then warming them to room temperature in the air. 
The following changes were noted in these preparations: Upon removal from 
the liquid nitrogen they were transparent, indicating that vitrification had 
occurred. A light cloud then appeared, because of the condensation of atmos¬ 
pheric moisture on the outside of the slips. This was quickly followed by the 
fonnation of a heavy cloud resulting from the freezing of this condensed moisture. 
With further warming a still heavier cloud gradually appeared, which repre¬ 
sented the formation of ice crystals (devitrification) in the material between 
the slips. The last visible change to occur was the melting, which always 
began at the periphery of the sample. These changes were all complete in 
about 30 seconds after the removal of the preparations from the nitrogen bath. 
The results following the various treatments are given as the average percentage 
of reduction and range of reduction in plate count calculated from the means. 
The standard deviation of means (cun) and coefficient of variation (Cv) of 
plate counts are also given. 
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RESULTS 

The influence of crystallization y vitromelting, and devitrification on the mortality 
of Escherichia coli. The first experiment was designed to compare the lethal 
effects of vitromelting and devitrification. A heav}^, washed suspension of 
E. coli was prepared in m/ 60 phosphate buffer from 19-hour agar slope cultures 
and diluted with 10 per cent sucrose solution to an estimated 6,000,000 organisms 
per ml. This stock suspension was stored at 8 C to 10 C for 2| hours before 
the beginning of the experiment. Storage was continued at this temperature 
during the course of the experiment. 

Four untreated cover slip preparations made from the stock suspension w^ere 
diluted and plated in quadruplicate at the beginning of the experiment. Four 
similar untreated control samples wmre plated at the termination of the experi¬ 
ment. Additional controls consisted of 4 crystallized samples and 4 samples 
prepared from sterile 10 per cent sucrose. The samples prepared from sterile 
sucrose "were nutrified by immersion directly in liquid nitrogen, devitrified at 
room temperature in the air, diluted in 5 ml of sterile buffer, and plated in 2.5- 

TABLE 1 

The influence of vitromelting and devitrijication on the percentage of reduction in plate counts 

of E. coli 

Suspension of 19.0-hour culture in 10 per cent sucrose 


TREATMENT 

AVERAGE 

SEDUCTION 

RANGE OE 
SEDUCTION 

<r m 

Ct 

Vitromelted. 

48.6 

45.3-51.7 

4.00 

6.40 

Devitrified... 

55.1 

50.4-59.4 

9.80 

17.90 



ml amounts in each of 2 petri dishes. They were employed to detect contamina¬ 
tion originating from either the liquid nitrogen or other sources. 

The treated preparations consisted of 9 vitromelted samples and 9 devitrified 
samples. The order of the experiment was as follows: The untreated controls 
were plated at the begiiming of the experiment, followed in rapid succession 
by the alternate treating and plating of pairs of vitromelted and devitrified 
samples. Then stored untreated controls, contaminant controls, and crys¬ 
tallized controls were plated in rapid succession. No apparent reduction of 
viable organisms occurred in the stored controls during the course of the experi¬ 
ment. The results are given in table 1. 

The initial untreated control counts showed a remarkably good correlation 
between samples, the range being 16,887 to 18,715, am. 31.67, and Cv 6.6. 
These counts were used as a basis for calculating the percentage of mortality 
of treated samples. The controls subjected to crystallization treatment showed 
an average reduction in plate count of 30.4 per cent. The range of reduction 
was 25.1 per cent to 34.9 per cent, o-m 14.80, and 11.6. The counts on 
contaminant control samples indicated that no appreciable contamination had 
occurred. The count averaged only 8 organisms per sample, which is insignifi¬ 
cant in comparison with the numbers of organisms which survived the various 
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treatments. The differences in mortality between the treated samples were 
statistically significant, and clearly established that the devitrification treatment 
was more lethal than the vitromelting treatment. A comparison of the results 
of these treatments with those of the crystallization treatment indicated that 
mortality is lowest following crystallization, a finding which v;as confirmed in 
the second experiment. 

A second experiment similar to the first was planned to compare the lethal 
effects of crystallization, vitromelting, and devitrification. A heavy, washed 
suspension of E. coli was prepared in m/60 phosphate buffer, pH 7.0, from 20- 
hour agar slope cultures and diluted in 10 per cent sucrose solution to an esti¬ 
mated 10,000,000 organisms per ml. This stock suspension was stored at 8 C 
to 10 C and the experiment begun 10 minutes later. 

Four untreated control cover slip preparations from the stock suspension 
were diluted and plated in quadimplicate at the beginning of the experiment. 
Four additional untreated control samples vrere plated at the termination of the 

TABLE 2 


The influence of cryeiallizaiion^ vitromelting^ and devitrification on the 'percentage of reduction 

in plate counts of E. coli 

Suspension of 20.0~Iiour culture in 10 per cent sucrose 


TEEATMENT 

AVERAGE 

REDUCTION 

RANGE OF 
REDUCTION 

! or m 

1 

Cy 

Crystallized. 

33.00 

30.48-35.49 

26.40 

11.72 

Vitromelted. 

61.51 

57.70-65.28 

39.87 

26.10 

Devitrified. 

82.75 

80.47-84.67 

20.50 

35.53 



experiment 2 hours later. Controls were also included to detect contamination 
as in the preceding experiment. 

The treated preparations consisted of 10 crystallized samples, 10 devitrified 
samples, and 12 vitromelted samples. They were treated and plated, two at a 
time, in rapid succession in an orderly alternating sequence so as to correct for 
any reduction in numbers of viable organisms and possible changes in resistance 
taking place in the stock suspension during the course of the experiment. The 
results are presented in table 2. 

A small but significant reduction in numbers of viable organisms in the stock 
suspension took place during the course of the experiment. The average initial 
count was 2,320.8, the range 2,191.8 to 2,449.8, am 64.60, and Cy 20.56. The 
average final count was 1,900, the range 1,787,6 to 2,012.4, <jm 56.20, and 
Cy 10.94. The mean of these means, or 2,110.4, was used for computing the 
percentage of reduction m plate count for the treated samples. The controls 
plated to detect contamination were negative. 

The comparative effects of the various treatments were similar to those of 
the first experiment. The devitrification treatment resulted in a mortality of 
82.75 per cent, the vitromelting treatment in a mortality of 61.51 per cent, and 
the crystallization treatment in a mortality of 33.00 per cent. 
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A comparison of this experiment mth the first experiment reveals that, 
although the mortalities in the crystallized samples of the two experiments are 
not significantly different, those of the vitromelted and devitrified samples are 
much greater in the second experiment than in the first. It is probable that the 
difference of 1 hour in the age of the cultures used in the two experiments is 
not responsible for this disparity in the results. The only apparent difference 
in the manner of conducting the experiments which could reasonably account 
for the result was the period of storage of the stock sucrose suspension before 
treatment. In the first experiment the stock suspension was stored for 2| 
hours before the beginning of the experiment, whereas in the second experiment 
the preliminary storage period was 10 minutes. The most obvious interpreta¬ 
tion is that storage in 10 per cent sucrose enhances the ability of the organisms 
to survive devitrification and the vitromelting treatment but not crystallization 
treatment. The truth of this interpretation can only be determined by further 
experiments expressl}^ designed to test the point. 

DISCUSSION 

The conditions of time and temperature employed in the crystallization and 
vitromeltmg treatments were very similar. Hence it is quite certain that the 
marked disparity in mortality observed was due to a difference in the physical 
states of wmter effected by the two treatments. Any attempt to fit the results 
of the present experiments to theories of the mechanism of death of bacteria 
by freezing involves considerable speculation, concerned for the most part with 
the states of water obtained. 

Evidence presented by Weiser and Osterud (1945) indicates that ice does 
not form within bacterial cells during low temperature treatments. The only 
alternative state of water at extremely low temperatmus (even in partially 
dehydrated cells) is the vitreous state, since water cannot exist as a liquid at 
these temperatures. 

In the case of the vitromeltmg treatment it can be safely assumed that vitrifica¬ 
tion and the subsequent melting of the suspending medium took place mthout 
the formation of any appreciable quantity of extracellular ice. Nevertheless, 
the mortality resulting from this treatment was much greater than that following 
the crystallization treatment, in which the formation of extracellular ice is the 
principal cause of death. The most obvious interpretation of this finding is 
that, either the direct effect of vitrification of the suspending medium is more 
lethal than is crystallization, or the intracellular physical state effected by 
vitromelting is more injurious than that effected by the crystallization treat¬ 
ment. Of these the latter appears to be the more likely. 

In the case of the cr^-stallization treatment it is probable that the partial 
dehydration attending extracellular crystallization renders cells resistant to 
adverse effects accompanying further reductions in temperature, particularly 
to intracellular vitrification. This is indicated by the observation of Weiser 
and Osterud (1945) that in preparations which are frozen at low temperatures 
“immediate’^ death due to freezing is uniform for all temperatures, including 
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those above the vitrification range; and, also, by the finding that repeated 
fluctuation of temperature of fro^ien suspensions through the range of — 2 C 
to —195 C (a range at which repeated vitromelting should occur) does not result 
in greater death than that observed in stored control samples. 

Of singular interest in this regard is the observation of Breedis (1942) that 
tumor cells of mouse leukemia when cooled at different rates to —196 C survive 
slow freezing better than rapid freezing. It is probable that effective dehydra¬ 
tion of these large cells takes place only when the freezing process is relatively 
slow. Such partially dehydrated cells apparently become resistant to the 
adverse effects of further cooling to extremely low temperatures. Whether 
the adverse effects in this instance include the reaction of intracellular crystalliza- 
tion or vitrification, or both, is uncertain, since there is no evidence that ice 
does not form in large cells at extremely low temperatures. In any event, 
protection should be afforded by dehydration, since the amount of water avail¬ 
able for either crystallization or vitrification would be limited. In the light of 
these remarks we suggest that the following events take place in the treatments 
employed in the present experiments: 

In the crystallization treatment the first significant change to occur is the 
formation of ice in the suspending medium. This process exerts mechanical 
pressure, concentrates materials in the intercrystallic film, and brings about a 
partial dehydration of the cells. Since bacterial cells are small, the loss of 
water probably takes place with such great speed that, no matter how rapidly 
the temperature is lowered, the resulting dehydration is suflScient to increase 
the resistance of the cell to the adverse effects attending further cooling, particu¬ 
larly intracellular vitrification. During the period of crystallization of extracel¬ 
lular ice, death of a number of cells takes place as the result of the mechanical 
action of ice crystals and the concentration of solutes in the intercrystallic 
film. When the temperature reaches the vitrification point (about —110 C), 
vitrification of intracellular water occurs but does not produce injury because 
the cells have become partially dehydrated during the earlier crystallization 
of extracellular water. 

In the case of the vitromelting treatment extracellular ice does not form in 
appreciable amounts in the first stages of cooling. Consequently, dehydration 
of the cells does not occur. Upon further cooling to the vitrification level 
vitrification of both extracellular and intracellular water takes place with 
attending injury. W^hether this injury results from the vitrification of extra¬ 
cellular water or of intracellular water or of both cannot be ascertained from 
existing data. 

The devitrification treatment presumably includes both the injury of vitrifica¬ 
tion upon cooling and the injury of crystallization upon warming. The summa¬ 
tion effect of these two influences could well account for the high mortality 
observed following this treatment. However, this conclusion lacks certainty 
because the time-temperature relations in devitrification did not parallel the 
other treatments closely. 
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SUmiARY 

Escherichia coli was suspended in 10 per cent sucrose and subjected to crystal- 
lizatioHy vitromelting, and devitrification treatments at —195 C. The vitro- 
melting treatment was found to be more lethal than the crystallization treatment* 

The devitrification treatment was more lethal than either the vitromelting 
or the crystallization treatment. 

The manner in which these results may apply to theories of the mechanism 
of the death of bacteria by freezing is discussed. 
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The therapeutic use of penicillin has been complicated by the demonstration 
(Chemistry of Penicillin, 1945) that there are at least four molecular species, 
identified as F, G, K, and X, the relative proportions of which in the commercial 
product may vary with different strains of mold and different methods of con¬ 
centration, and even in the output of a single plant at different times. Against a 
standard test strain of Staphylococcus aureus, the activities of penicillins F, G, 
K, and X have been found to be, respectively, 1,550, 1,667, 2,300, and 900 units 
per mg (Veldee et aL, 1945; Coghill, 1946; Libby and Holmberg, 1945; Welch 
et al., 1944). This corresponds to relative graidmetric activities against the 
same organism of approximately 90, 100, 140, and 55. The relative molar ac¬ 
tivities are of the same order of magnitude. 

In the case of penicillins G and X these relative activities have been shown 
to vary from organism to organism. Thus, per staph 3 dococcidal “unit,’’ Welch, 
Putnam, Randall, and Herwick (1944) found X to be significantly more active 
than G against gonococci in man and 3 to 5 times more active against pneu¬ 
mococci (I) in w'hite mice; Libby and Holmberg (1945) found X to be gravimetri- 
cally 1.2 to 2 times more active than G in vitro against 3 strains each of pneu¬ 
mococci (I, II, III) and streptococci (A, B, D); and Ory, Meads, and Finland 
(1945) found 2 preparations in w^hich X constituted 65 and 90 per cent of the total 
penicillin to be 2 to 8 times more active per unit than G against most strains of 
group A streptococci, gonococci, and meningococci in vitro, and twice as active 
against most strains of pneumococci and Streptococcus viridms. 

The present communication wiU deal vith the relative activities in vitro 
of peniciUins F, G, K, and X against a group A hemolytic streptococcus (strain 
C-203) and a cultured strain of Spirochaeta pallida (Reiter). 

METHODS AND MATERIALS 

Penicillins. The nine lots of crystalline peniciliin used in the present stud^" 
are listed in table L The courtesy of several pharmaceutical houses, of Dr. 
R. D. Coghill, then of the Northern Regional Laboratories of the Department 
of Agriculture at Peoria, Illinois, and of Dr. D. C. Grove of the Food and Drug 
Administration m providing these specimens is gratefully acknowledged. 

Weighed samples were dissolved in 0.85 per cent NaCl, sterilized by Seitz 
filtration, and tested by the techniques described below. At first the solutions 
vrere Seitz-filtered in 1:10,000 concentration; but it was found that at that 
concentration the major portion of the penicillin might be adsorbed by the filter 
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pad. It is obvious that a large error may be so introduced in the assay of urine 
or seram specimens containing barely demonstrable concentrations of penicillin 
(e.g., 0.15 units per ml, or a 1:33,000,000 dilution of penicillin G). In the pres¬ 
ent experiments an attempt was made to minimize this adsorption error by 
filtering 10 to 15 ml of the solutions in 1:1,000 concentration and discarding the 
first third of the filtrate. Under such conditions the degree of adsorption was 
usually of the order of 0 to 10 per cent, did not significantly vary among the 
several types of penicillin, and would therefore cancel out in comparing the 
relative acthity of a series of penicillins similarly filtered. This was confirmed 
by simultaneous assays of a series of penicillin solutions (a) sterilized by filtra¬ 
tion and (b) prepared aseptically and tested without filtration, using a suffi¬ 
ciently heavy inoculum of streptococci to overgrow the chance contaminant. 
As is indicated in table 1, the assays of relative activity were similar in such 

TABLE 1 


Samples of crystalline penicillin used in present study 


TYPE OP PENICILLIN 

PEODTJCEE 

producee’s lot number 

IDENTIFYING NUMBER IN 
TABLES 

T? 

Abbott 

PT433 

I 

i: 

Upjohn 

175-EANW-6 

II 


Squibb 

CRA2N-20 

I 

G 

Upjohn 

45ANW7 

II 


Dept. Agric. 

1724-22-B 

III 

K 

Abbott 

RP309-P1 

I 


Lederle 

CA(3242)IC 

I 

X 

Dept. Agric. 

162443-A 

II 

Food & Drug Ad¬ 
ministration 


III 


parallel experiments. In later experiments, the solutions were sterilized by 
filtration through sintered glass discs, on which penicillin was not demonstrably 
adsorbed. 

StTeptoGocciddl assay. The method used for the assay of streptococcidal ac- 
tivity was a modification of those described by Rammelkamp (1942) and Kirby 
and Eantz (1944). The stock penicillin solution was diluted in beef infusion 
broth to a concentration of 1:8,000,000 or 1:16,000,000. Varying amounts of 
this solution were distributed in a series of tubes as indicated in table 2, and the 
volume was adjusted to 0.8 ml. These volumes were rounded off to the nearest 
0.05 ml as indicated in the table. To each tube was then added 0,8 ml of a 
1.5 per cent suspension of defibrinated rabbit blood in infusion broth, previously 
inoculated with 0,0003 volumes of an IS-hour culture (in blood broth) of group A 
hemolytic streptococcus (strain C-203). The tubes were shaken and the results 
of hemolysis read after 18 to 24 hours at 37 C. The end point was usually sharply 
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definedj despite the relatively small gradatioBS in concentration; occasionally, 
however, a tube showing complete inhibition and one showing definite hemolysis 
would be separated by one tube showing only a barely perceptible trace of hemol- 
ys>is. In such cases the end point was arbitrarily interpolated midway between 

TABLE 2 


Method used for assau of streptococcidal activity* 


Unknown penicillin solution : 

1 

0.8 

0.64 

0.48 

0.4 1 

0.32 

0.24 

! 0.2 

0.16 

0.12 

0.1 

ml of 1:16,000,000 dilution 
in infusion broth 











Broth diluent, ml 

0 

0.16 

0.32 

0.4 

0.48 

0.56 

0.6 

0.64 

0.68 ' 

0.7 



(0.15) 

:(0.3 ) 

(0.4) 

(0.5 ) 

(0.55) 

(0.6) 

(0.65) 

(0.7 )l 

1 

(0.7) 

1.5 per cent defibrinated rab¬ 


I 









bit blood in beef broth, 
inoculated with 0.03 vol¬ 
umes of 18-hour culture of 
group A 8. pyogenes (C- 
203) 

0.8 

0.8 

0.8 

0.8 

0.8 

0.8 

1 0.8 

0.8 

1 0.8 

0.8 











Results of hemolysis after IS 

0 

0 

i 

•+ 1 

+ 


+ 

+ 

+ 

+ ^ 

+ 

hours at 37 C 

0 1 

0 j 

d- 1 

+ 


+ 





Results in reference stand¬ 

j 

0 

0 

0 

0 

+ 

+ ^ 





ard (1:16,000,000 G) 

0 

0 

0 

0 

+ 

+ 






Conclusion: Since the solution of G inhibited hemolysis in 0.4 ml, and the unknown only 


in 0.64, the latter is approximately = 63 per cent as active as G. Clearly, assays such 

as the foregoing give only a range of activity. In the specific example, the unknown was 

and less than 83 per cent active as G. Finer 

interpolation would be necessary to delimit the activity more precisely. 

* Subsequent to the completion of the experiments described in the present paper, the 
method of assay has been modified in the following particulars: (1) finer interpolations 
have been made in the amounts of the unknown solution: i.e., 0.8, 0.72, 0.6, 0.48, 0.4, etc., 
instead of the amounts indicated in the table; (2) the concentration of defibrinated rabbit 
blood in the inoculum has been increased from 1.5 to 4 per cent, and the volmne of cell 
suspension used in the assay decreased from 0.8 to 0.4 ml. A heavily seeded 6- to 8~hour 
culture is now used instead of an 18-hour culture to inoculate the blood broth (0.04 ml of 
culture per 100 ml broth). The net result of these changes has been further to increase 
the sensitivity and accuracy of the assay. 

the concentrations of penicillin which completely and almost completely in¬ 
hibited the hemolytic reaction. 

Subsequent to the completion of the experiments described in the present 
paper, the method has been modified in several particulars as described in a 
footnote to table 2. 

Assay of sfdrochetiddal action. The stock solution of penicillin was diluted 


more than 50 per cent 


I 


64 
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to a concentration of 1:1,000^000 in beef infusion broth. Varying amounts 
were distributed in a series of tubes as indicated in table 3, and the volumes ad¬ 
justed to 8 ml with Brewer’s thioglycolate medium (Brewer, 1940) containing 
0.14 per cent agar in order to promote colony formation, rather than diffuse 
growth. One ml of rabbit serum previously heated for 2 hours at 63 C was 
added to ail the tubes, which were then inoculated with 1 ml of medium con¬ 
taining 10^ spirochetes {Spirochaeta pallida, Reiter strain). The latter was 
obtained by appropriate dilution of an actively growing 48-hour culture on 
thioglycolate medium. The concentration of organisms in the original culture 
was determined by direct enumeration of the average number per microscopic 
field (dark field), after the method of Morgan and Vryonis (1938). The thickness 

TABLE 3 

Illustrating method used for assays of spirocheiicidal activity 
Unknown penicillin solution, 

mlof 1:1,000,000 dilution in 0.8 0.6 0.4 0.3 0.2 0.15 0.1 0.075 0.05 

beef infusion broth 

Ml of thioglycolate medium’" 7.2 7.4 7.6 7.7 7.8 7.85 7.9 7.9 7.95 

One ml rabbit serum, previously heated at 63 C for 2 
hours, added to all the tubes, followed by 1 ml of thiogly¬ 
colate medium containing 1,000 organisms (Spirochaeta 
pallida, Reiter) from 48-hour culture 

Number of colonies after 7 0 i 0 | 13 1 61 ! 1 1 1 I 

days at 37 C End point (20 colonies) 0.36 ml 

Number of colonies in stand- 0 | 0 | 0 j 0 | 29 | 58 | | I 

ard (1:1,000,000dilution of End point (20 colonies) = 0.23 ml 

G) 

Conclusion: Since the end point (20 colonies) was 0.23 ml of a 1:1,000,000 dilution of Gs 
and 0.36 of a 1:1,000,000 dilution of the unknown, the latter was 64 per cent (ff) as active 
as G. 

* Brewer’s thioglycolate medium, containing 0.14 per cent agar to promote colony 
formation rather than diffuse growth. 

of the film w^as fixed by using a measured drop under a cover slip of known area. 
Calibration of the area of the microscopic field gave directly the volume of fluid 
represented by one field, and thus the number per ml. 

The number of colonies in each tube was read after 7 to 10 days’ incubation 
at 37 C. The end point was that amount of penicillin which reduced the total 
number of colonies to 20, and was obtained by interpolation as indicated in 
table 3. The reproducibility of these assays is apparent m table 5. 

EXPERIMENTAL RESULTS 

The results of the individual assays are summarized in tables 4 and 5. Against 
the C-203 strain of Streptococcus pyogenes the activities per mg of two lots of 
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TABLE 4 

The relative streptococcidal activity of crystalline penicillins F, G, K, and X in vitro 

{gravimetric)^ referred to that of G as lOQ-f 


(Single strain of group A hemolytic streptococcus, C-203, used throughout) 


TYPE 

OF 

PENI- 

CILLIN 

LOT 

NO. 

WEIGHED SAMPLE NUMBER 

MEAN 

ACTIV¬ 

ITY 

OF in¬ 
divid¬ 
ual 

LOTS 

AVER¬ 
AGE 
ACTIV¬ 
ITY OF 
CEYS- 
XAL- 
LINE 
SAM¬ 
PLES 

1 

2 

3 

4 


I 

80 


100,100*, 93,100,75^“ 

100, 100*, 

93 


F 





85 


82 


II 



67, 85, 42, 75* 

80, 95 

71 



I 


85"' 


100, 100 

95 


G 

II 


100 



100 

100 


III 


100 


i 

100 


K 

I 



108,110*, 130,125,110* 

140 

121 

120 


I 

100, 100*, 160, 

150,150* 

133*, 130, 125, 166* 


137 


N 


160* 







II 


160,160* 



160 

140 


III 



100,120*,100,120*,133 


117 



* Activity of solutions prepared aseptically, without Seitz filtration, referred to that of 
solution of G similarly prepared. All other assays carried out with Seitz-filtered solutions 
(cf. text). 

t Subsequent to the completion of the experiments summarized in table 4, in a second 
series of 10 assays with a somewhat more refined method (cf. footnote to table 2), the rela¬ 
tive activities of penicillins F, G, K, and X averaged 70,100,110, and 130, respectively, in 
reasonably good agreement with the data of table 4. 

TABLE 5 

The relative spirocheticidal activity in vitro (Spirochaeia pallida, Reiter) of penicillins F, 

G, K, and X 

(Activities per mg are referred to that of G as 100) 


TYPE OF 


1 WEIGHED SAMPLE NUMBER | 

: MEAN ACTIVITY 

AVERAGE ACnV- 

LOT NO. 




! OF INDIVIDUAL 

ITY OF CRYSTAL- 

PENICILLIN 

1 

2 

3 

LOTS 

LINE SAMPLES 

F 

I 



62, 65, 46, 57 

58 

53 

II 



40, 41, 48, 58 

47 


I 

100 , 1 

100 

100 



G 

II 

no j 

100 

m 

100 

100 


III 


100 

100 



K 

I 



51, 79, 94, 78 

76 

76 


I 

60 

50 

55, 50, 56 

54 


X 

II 


60 


50 

51 


III 



44, 52 

48 
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crystalline F averaged 93 and 71, referred to that of G as 100; three lots of G 
assayed identically; a single lot of K had an average activity of 120; and the 
three lots of X had activities of 137, 160, and 117. The mean gravimetric ac¬ 
tivity of F, G, K, and X against this particular strain of streptococcus in vitro 
was therefore 82, 100, 120, and 140, respectively. 

Subsequent to the completion of the experiments summarized in table 4, 
in a second series of 10 assays with a somewhat more refined method (cf. footnote 
to table 2), the relative activities of penicillins F, G, K, and X averaged 70, 100, 
110, and 130, respectively, in reasonably good agreement with the data of table 4. 

Against Spirochaeta pallida (Reiter), the two lots of crystalline F had average 
activities per mg of 58 and 47, referred to that of G as 100; the three lots of G 
assayed identically; the single crystalline sample of K averaged an activity of 
76; and three different lots of X assayed at 54, 50, and 48. The mean activities 

TABLE 6 


The relative a^etivity in vitro of penicillins F, G, K and X against Staphylococcus aureus, 
Streptococcus pyogenes {0-20$), and Spirochaeta pallida (Reiter) 

(All values have been referred to that of G as 100) 



SELATITO ACTIVITY PER MG PENICILLIN | 

RELATIVE ACTIVITY PER *VNIT” PENICILLIN 


Staphylococcus* 

Sirepiococcus 

Spirochaeta 

Staphylococcus 

Streptococcus 

Spirochaeta 





pallida 



pallida 


i 

I 

n 



1 

n 


. F 

90 

82 : 

70 

53 

100 

91 

80 

60 

G 

100 i 

100 

100 

100 

100 

100 

100 

100 

K 

138 

120 

110 

76 

100 

87 

80 

55 

■ X 

54 

140 

130 

51 

100 

260 

240 

95 


* Using the values of 1,550,1,667,2,300, and 900 units per mg for F, G, K, and X, respec¬ 
tively. 


per mg of F, G, K, and X against this strain of spirochete in vitro were 53, 100, 
75, and 50. 

For comparison, the stated values for the activities of these penicillins against 
Slaphyhcoccus aureus are 1,550, 1,667, 2,300, and 900 units per mg, or relative 
activities of 90, 100, 140, and 55, respectively. 

In the right-hand section of table 6 the foregoing gravimetric assays have been 
recalculated to show the relative activities of the four penicillins per staphylo- 
coccidal “umt^’ rather than per mg. So expressed, the relative activities of F, 
G, Iv, and X against the streptococcus become 90,100, 87, and 260, respectively; 
and their relative activities against the Reiter spirochete become 60, 100, 55, 
and 95. 


DISCUSSION 

^ Penicillins F, G, K, and X differ significantly in their direct bactericidal ac¬ 
tivity per mg (Veldee et at, 1945). In their staphylococcidal activity there is a 
2,5-fold difference between the least and the most active against Staphyhcoccits 
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aureus (X with 900 units per mg and K with 2,300 units per mg). The present 
data indicate differences of the same order of magnitude in their actmty against 
either streptococci or spirochetes, i.e., a 1.8-fold difference between the least 
active (F) and most active (X) against the C-203 strain of group A hemolytic 
streptococcus, and a 2-foId difference between F and G in the case of cultures 
Spirochaeta pallida (Reiter), The relative actmty of the penicillins was not 
regular but varied unpredictably from organism to organism. With Staphylo¬ 
coccus aureus, activity increased in the order X < F < G < K; the order was 
F < G < K < X with the present strain of streptococcus, and X = F < K < G 
in the case of the spirochete. 

Maximum differences in bactericidal activity of approximately twofold would 
not present a serious therapeutic problem, particularly since commercial peni¬ 
cillins, containing these four fractions in varying proportion, would differ by 
something less than twofold in their over-ail activity against a given organism. 
It is, however, conceivable that the same differences in the chemical configuration 
on the side group that determine the varying bactericidal activities of these 
penicillins may also variably affect the rate of their excretion, diffusion, or in¬ 
activation in vitro. Under such circumstances, their therapeutic actmty may 
vary to a much greater extent than their direct bactericidal action in vitro, and 
not necessarily in parallel to the latter. Studies in this direction are now in 
progress (Eagle and Musselman, 1946). 

STJHMARY 

Two lots of crystalline peniciUin F, three lots of G, one of K, and three of X 
have been assayed for streptococcidal actmty (group A hemolytic streptococcus, 
C-203) and spirocheticidal activity^ (Spirochaeta pallida, Reiter strain) in vitro. 

The relative activities per mg of these crystalline preparations against the 
streptococcus averaged 82, 100, 120, and 140 for F, G, K, and X, respectively, 
in one series of assays, and 70, 100, 110, and 130 in a second series. The cor¬ 
responding activities against the spirochete were 53,100, 76, and 51, respectively. 
In comparison, the relative activity of these four penicillins against Staphylo¬ 
coccus aureus are stated to be 90, 100, 138, and 54. 

Per (stapliylococcidal) ^'unit,’’ the activities of F, G, K, and X against the 
streptococcus averaged 85, 100, 85, and 250, and against the spirochete, 60,100, 
55, and 95. 

With each of the three organisms there was therefore approximately a two¬ 
fold difference between the least active and most active penicillin; but their 
relative activity varied unpredictably from organism to organism. The order of 
increasing actmty was X < F < G < K for Staphyhcoccm aureus, F < G < 
K < X for the streptococcus here studied, and X = F < K < G for 
the spirochete. 

The therapeutic significance of these data is discussed in the text. 
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The activity of peniciiliii against the spores of Bacillus siiUilis, Bacillus 
megatherium, Bacillus cereus, and Bacillus stearothermophilus, was reported re¬ 
cently (Curran and Evans, 1945a). As little as 5 Oxford units per ml of the drug 
effected a marked reduction in the number of \dable spores in milk in three of 
the four species when the samples were suitably incubated for periods of 5 and 27 
hours. The plate method of enumeration was employed. Later, Gardner 
(1945) reported a similar observation based upon the direct microscopical ex¬ 
amination of the spores of Bacillus suhtilis and Bacillus anthracis (avirulent) 
cultivated in the presence of penicillin on nutrient agar blocks. 

These findings indicated certain possibilities in the application of penicillin 
as a preserving agent. VTiether, with opportunity for prolonged action, peni¬ 
cillin would be able ultimately to kill all spores of a susceptible species was a 
question not yet answered, nor was it known whether spores of penicillin-re¬ 
sistant species could be controlled by relatively high concentrations of penicillm. 
More extended information as to the relative proportion and distribution of sus¬ 
ceptible and refractory species was also essential to a critical evaluation of 
penicillin as a preservative. 

In this report an attempt has been made to answer some of these questions. 
The observations have been limited to the action of penicillin in milk, 

METHODS Amy aiATERIALS 

The organisms and their sources were Bacillus suhtilis, strains 6, 15U, 4149, 
and LB, recovered from spoiled commercially processed evaporated milk either 
by the American Can Company or by this laboratory; Bacillus metiens and 
Bacillus suhtilis, Merck and FDA, from Dr. W. A. Randall of the Food and Drug 
Administration; Bacillus alholactis from the Bureau of Dair^^ Industry cuitiure 
collection; the anaerobes 3679, a nontoxigenic proteolytic culture, and Clostridium 
hotulinum (62A) from Mr. Jolin Yesair, National Canners Association; and the 
remaining cultures from the N. R. Smith collection through the courtesy of 
Dr. Ruth Gordon. 

The spores of the aerobic species^ were produced on standard beef extract 
tryptone agar medium incubated at the optimum temperature of the organism. 
They were collected and prepared for use as described by Curran and Evans 
(1945fe)- Aqueous suspensions of the washed spores were inoculated directly 
into the test sample. The spores of anaerobes were produced in casein digest 

^ R. suhtilis FDA was cultivated on glucose agar to prevent its dissociation, 
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medium, well-mixed suspensions of which served directly as inocula. Pour 
plates were used for count determinations. For the aerobes the plating medium 
was that used for the production of spores with 0.5 per cent glucose added. 
For the anaerobes Brewer plates (Brewer, 1942) and B-B-L anaerobic agar 
■were used. Plates were incubated at the optimum temperature of the organism 
and counted after 2 to 3 days. Heat treatments w^ere conducted in a thermo¬ 
statically controlled gtycerol bath (±0.5 C). 

Some degree of pretreatment heating of milk samples is necessary if the pre¬ 
serving action of penicillin is to be efSciently utilized. This kills many spores, 
all nonsporulating species which may be resistant to penicillin, and also the 
vegetative forms of sporing species. Some of the latter are less inhibited by 
penicillin than are the spores from which they are derived. Mild heating serves 
also to inactivate preformed microbial penicillinase. 

Fresh raw milk and sterile (autoclaved) skim milk, tubed in 10-ml quantities, 
were the culture mediums. Whenever anaerobic cultures were employed, the 
dissolved oxygen was driven off by mild heat before inoculation and the samples 
were sealed by means of sterile agar and mineral oil. 

Penicillin^ sodium was used throughout. The solvent was a buffer mixture 
consisting of 1 per cent each of K2HPO4 and KH2PO4, pH 6.0. The penicil¬ 
linase^ was the commercial product, dissolved in sterile distilled water. 

For testing the presence of botulinus toxin 0.1-ml quantities of each incubated 
test culture were carefully introduced directly into the stomachs of each of two 
mice by means of a blunted hypodermic needle. Similar quantities of each 
incubated or unincubated control were similarly fed to two mice. Animals 
showing any evidence of bleeding immediately after the operation were discarded 
and replacements provided. Mice fed from the same culture were placed to¬ 
gether in separate cages and observed daily for a period of 5 days. The mice 
were 3 to 4 months old and weighed about 30 g each. 

The activity of penicillin was tested against a group of 15 aerobic and 
2 anaerobic strains representing species which are disseminated widely in nature. 
The washed spores were uniformly dispersed in sterile (autoclaved) milk in cell 
concentrations ranging from 50 to 100,000 per ml, heated at 95 C for 15 minutes/ 
and cooled; penicillin was added; and the samples were stored at 30 C. Spoilage 
was a measure of the capacity of the spores to germinate and to vegetate within 
the recorded period of observation. 

RESULTS 

Some measure of inhibition or destruction of the spores was found in all except 
4 closely related species. The latter, Bacillus cereus (7 strains), Bacillus mycoides 
(2 straps), Bacillus metiens, and Bacillus albolactis, induced spoilage both with 
and without penicillin within 1 week. Samples containing penicillin which 

* Kindly supplied by Chas. Pfizer and Co., Brooklyn, New York. 

^ Obtained tbrougb. the courtesy of the Schenley Research Institute, Lawrenceburg, 
Indiana. 

* Primarily to activate the spores and to kill nonsporulating organisms. 
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spoiled in 4 weeks were Bacillus subtiKs Ford, Bacillus subtiKs var. aterrimuc 
230, Bacillus subtilis-niger 6454, and Bacillus alvei 680; in 8 'weeks, Bacillus 
subtilis Marburg and Bacillus subtiKs from Merck; in 12 weeks, Bacillus alvei 
395, 685, and 686; and in 16 weeks, Bacillus subtilis 4149, 3679 (anaerobe), and 
Clostridium hotulinum 62A. The following members of the genus Bacillus 
produced no change in the presence of penicillin during 16 weeks of observation:- 
B. subtilis 6598, 6, 15tr, LB, FDA; B. pumilus 7061; B. brevis 8185, 8186, Penn. 
S; B. alvei 683, 684, 750, 811; B. firmus 8247; B. laterosporus 8248, 9141; B. 
megatherium 234, 389, 696, 753, 931; B. circulans 7049; B. polymyxa 8240; B^ 
sphaericus 7054, 4525; B. macerans 7069. In the absence of penicillm, all except 
5 samples spoiled the milk in from 1 to 2 weeks. B. sphaericus (2), B, circulans, 
B. firmus, and certain strains of B, alvei required from 3 to 4 weeks to produce 
visible spoilage. 

These samples, with few exceptions, did not spoil when the}^ were treated with 
sterile peniciliinase at the end of the incubation period and ivere then incubated, 
thus indicating the absence of viable organisms. The results with Bacillus sub- 
iilis differed with the strain, from delayed spoilage to sterilization of the sample. 
The data on B. cereus, B. megatherium, and B. subtilis are in accord with our pre¬ 
vious findings (Curran and Evans, 1945a). In the samples containing anaerobes, 
penicillin delayed but did not prevent spoilage. 

Four strains of B, subtilis (FDA, 15U, 4149, and LB), B. brevis (Penn S), and 
B, circulans (7049) evidenced heat activation (Curran and Evans, 19455). In 
all of these spoilage was either greatly delayed or prevented. 

Although the correlation is not complete, resistance to penicillin among species 
and among the strains of a species is usually associated with thermolability; 
pronounced susceptibility to penicillin on the other hand occurs usually among 
the species of moderate and high thermal resistance. Within a given species, 
however, the reverse seems to be true; viz., the heat-resistant (surviving 95 C 
for 15 minutes) spores comprise the largest proportion of penicillin-resistant 
spores. 

Action of penicillin against species relatively resistant to the drug. Some further 
observations were made upon the action of penicillin against penicillin-resistant 
species. Four cultures, Bacillus c&rem 369 and 401, Bacillus mycoides 6462, and 
Bacillus metiens were studied. Spores of these cultures were seeded into raw 
milk in varying concentrations; preliminary heating at 95 C for 15 minutes was 
combined with incubation of the samples at 30 C for 5 hours, followed by heating 
at 85 C for 15 minutes. The results (not detailed) revealed that only those sam¬ 
ples containing less than 23 viable spores per ml after the initial heating were 
preserved. These results suggest that all species produce spores which are 
susceptible to penicillin in some degree—^the species differing in the relative 
proportion of susceptible and resistant cells. 

Action of penicillin against naturally produced spores. It is generally recog¬ 
nized that organisms developing in natural environments axe often endowed with 
greater resistance than those produced in the laboratory. To test the action of 
penicillin (5 u per ml) against naturally produced spores, raw milk was treated 
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TABLE 1 


The preserving action of penicillin {5 u per ml) in milk not artificially inoculated 


DATE 

TOTAL COTJNT 

(aeeobic) 

CODNT ATTEE 
HEATING 

95 C— 15 MIN 

peeliminaey incubation 

after 3 months’ storage 

AT 30 C 



(aeeobic) 


Aerobic 

Anaerobic 


per ml 

per ml 




21/3 

16,000 

2.6 

None 

u 


23/3 

1,5(K) 

1.3 

None 

u 


28/3 

10,400 

2.3 

None 

u 


4/4 

68,000 

134 (147)^ 

None 

s 


11/4 

44,600 

39 

None 

s 


18/4 

77,000 

15 

None 

s 


25/4 

17,700 

1 

None 

u 


3/5 

2,600 

4 

None 

u 


9/5 

16/5 

2,100 

2 

3 

5 hr at 30 C plus 85 C 
for 15 min 

5 hr at 30 C plus 85 C 
for 15 min 

u 

u 


25/6 

4,300 

7 (8) 

5 hr at 30 C plus 85 C 
for 15 min 

u 


10/7 

28,000 

5 (11) 

5 hr at 30 C plus 85 C 
for 15 min 

u 


14/8 

27,000 

12 (58) 

5 hr at 30 C plus 85 C 
for 15 min 

U 


21/8 

116,000 

10 (17) 

5 hr at 30 C plus 85 C 
for 15 min 

u 


23/8 

16,000 

6 (13) 

5 hr at 30 C plus 85 C 
for 15 min 

u 

u 

28/8 

51,000 

6 (19) 

5 hr at 30 C plus 85 C 
for 15 min 

u 


5/9 

24,000 

19 (35) 

5 hr at 30 C plus 85 C 
for 15 min 

s 

s 

7/9 

133,000 

2 (35) 

5 hr at 30 C plus 85 C 
for 15 min 

IT 

s 

12/9 

169,000 

3 

5 hr at 30 C plus 85 C 
for 15 min 

s 


20/9 

190,000 

16 (70) 

5 hr at 30 C plus 85 C 
for 15 min 

s 

s 

21/9 

14,000 

1 (27) 

5 hr at 30 C plus 85 C 
for 15 min 

u 

IT 

25/9 

54,000 

46 

5 hr at 30 C plus 85 0 
for 15 min 

s 

s 

26/9 

98,000 

24 

5 hr at 30 C plus 85 C 
for 15 min 

u 

u 

28/9 

6,000 

1 

5 hr at 30 C plus 85 C 
for 15 min 

u 

s 

6/11 

25,000 

4 (13) 

1 

5 hr at 30 C plus 85 C 
for 15 min 

u 

u 


predominated in the organisms which survived preliminary 

U = Unchanged. 


S = Spoiled. 


Figures in parentheses = after heating at 85 C for 15 min. 
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after being heated at 95 C for 15 minuteSj with and without a short incubation 
period. Anaerobic, as well as aerobic, cultivation was employed in part of these 
tests. The milk was collected over a period of 8 months to provide seasonal 
variations in the spore flora. 

The results (table 1) show that the count of the aerobic thermostable spores 

TABLE 2 


The sterilizing levels of 'penicillin in milk containing both naturally occurring and artificially 
introduced penicillin-resistant spores (Bacillus cereus 720) 


VL4BLE 
SPOKES 
AETER INOC¬ 
ULATION 

PEELIMINAEY TSEATMENT 

PENICILLIN 

CONDITION OP MILK APTES 3 
MONTHS’ STORAGE AT 30 C 

R 1 Peni- i S. 

' 1 cillin i mycoides 

Per ml 


ujml 


ulml 


220,000 

95 C-15 min; no incub. 

100 

U 

100 

S 1 wk 

220,000 

95 C45 min; no incub. 

500 

u 

m 

U 

220,000 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

50 

S 1 wk 

100 

S 1 wk 

220,000 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

100 

U 

500 

U 

22,000 

95 C-15 min; no incub. 

50 

S 8 vrk 

50 

S 1 wk 

22,000 

95 C-15 min; no incub. 

100 

S8 wk 

100 

U 

22,000 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

10 

S 2 wk 

10 

S 1 wk 

22,000 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

50 

S 8 wk 

50 

U 

2,200 

95 C-15 min; no incub. 

50 

S2 wk 

50 

U 

2,200 

95 C-15 min; no incub. 

100 

S 8 wk 

100 

u 

2,200 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

10 

S 8 wk 

10 

S 4 wk 

2,200 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

50 

U 

50 

u 

200 

95 C-15 min; no incub. 

50 

S 2 wk 

50 

U 

200 

95 C-15 min; no incub. 

100 

S 8 wk 

100 

U 

200 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

1 10 

S 1 wk 

10 

U 

200 

95 C-15 min; 30 C-5 hr; 85 C45 min 

50 

U 

50 

U 

No inoc. 

No heat; no incub. 

500 aerobic 

S 1 wk 





500 anaerobic 

S 1 wk 

i 


Noinoe, 

No heat; no incub. 

1,000 aerobic 

S 1 wk 





1,000 anaerobic 

S2 wk 



No inoc. 

95 C-15 min; no incub. 

50 aerobic 

i S 2 wk 





50 anaerobic 

S 



No inoc. 

95 C-15 min; no incub. 

100 aerobic 

S8 wk 





100 anaerobic 

S 8 wk 



Noinoe. 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

10 aerobic 

S 1 wk 





10 anaerobic 

S 1 wk 



Noinoe. 

95 C-15 min; 30 C-5 hr; 85 C-15 min 

50 aerobic 

S 4 wk 





50 anaerobic 

S 1 wk 




Raw milk, unheated, 48,000 per ml; raw milk after 95 C for 15 min, 48 per ml. 
Aerobic and anaerobic refer to storage conditions. 


was low throughout. Qualitatively, B. cerem and B, mycoides types greatly 
predomiaated. In only 4 of the 25 samples did the count of thermostable 
(aerobic) spores exceed 20 per ml. There is little correlation between the total 
count and the number of spores which survived heating at 95 C for 15 minutes; 
also there is little correlation between the total count (vegetative and spores) 
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and spoilage, but a rather close correlation between the thermostable spore 
count and spoilage. With one exception, in ail the samples that spoiled the 
spore count was 15 to 134 per ml, whereas, with one exception, all the preserved 
samples initially contained 10 or less thermostable spores per ml. As would be 
expected, the counts after heating at 85 C for 15 minutes were substantially 
higher than those after heating at 95 C for 15 minutes; however, the average ratio 
of difference was in this instance much smaller than that found in previous 
experiments in which artificially produced spores were used. This indicates that 

TABLE 3 


The effect of penicillin upon the preservation of autoclaved milk seeded with the spores of a 

penicillin-sensitive species* 


NO.Or SPOSES 
APTES 

mOCDXATION 

PEELIMINAM T2EAT- 
3CENT 

LEVEL OF PENICILLIN 

CONDITION OF MILK AFTER STORAGE AT 30 C FOR 

10 days 

1 month 

2 months 

3 months 

per ml ! 


u/ml 





119,000 1 

95 C-15 min 

5 

10-U 

3-S 

8-S 

10-S 





7-U 

2-U 


119,000 

95 C45 min 

50 

2-U 

2-U 

2-U 

1-S 







1-U 

11,900 

95 C-i5 min 

5 

10-U 

10-U 

10-U 

10-U 

11,900 

95 C-15 min 

50 

2-U 

2-U 

2-U 

2-U 

1,190 1 

95 C-15 min 

5 

10-U 

10-U 

10-U 

10-U 

1,190 1 

95 C-15 min 

50 

2-U 

2-U 

2-U 

2-U 

710 1 

No beat 

5 

7-S 

9-S 

9-S 

9-S 



1 

3-U 

1-U 

1-U 

1-U 

710 

No heat 

20 ' 

2-U 

2-U 

2-U 

1-S 







1-U 

710 

95 C-15 min 

5 

10-U 

10-U 

10-U 

10-U 

710 

95 C-15 min 

20 

2-U 

2-U 

2-U 

2-U 

65 

No heat 

5 

1-S 

1-S 

1-S 

1-S 




9-U 

9-U 

9-U 

9-U 

65 

No heat 1 

20 

2-U 

2-U 

2-U 

2.U 

65 

95 C45 min 

5 

10-U 

10-U 

10-U 

10-U 

65 

95 C45 min 

20 

2-U 

2-U 

2-U 

2-U 

65 

95 C45 min 

No penicillin 

2-S 





Numbers in storage period columns refer to the number of tubes. 
* Bacillus subtilis var. aterrimus. 


the naturally occurring B, cereus and B. mycoides spores are relatively more 
resistant to heat than are the artificially produced spores of these species. 

The ineffectiveness of penicillin against spores capable of growing anaerobi¬ 
cally is apparent from these data. All samples that spoiled under anaerobic 
cultivation included all those that spoiled aerobically and some that did not. 

Levels of pmidlUn required for sterilization. In table 2 are shovm the sterilizing 
levels of penicillin in milk containing both naturally occurring and artificially 
introduced penicillin-resistant spores. From 100 to 500 u per ml of penicillin 
were required to preserve the inoculated cultures depending upon the initial 
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concentration of spores and the prestorage treatment. The preliminary incuba¬ 
tion reduced the amount of penicillin required for preservation in some samples; 
in others no differences are apparent. The effect of concentration of spores upon 
the limiting concentration of penicillin varied greatly with the two species. 
The data on the uninoculated sample furnish further emdence of the presence in 
milk of spores resistant to penicillin and of the uncertainty of penicillin as an 
aid to preservation. x4s is evident in table 2, in the absence of pretreatment 
heating the preservation of milk by penicillin is practically imattainable. As 

TABLE 4 


The influence of penicillin upon the development of the spores of Clostridium hotulinum in 
milk and upon the formation of toxin 


VIABLE 
SPOEES AETEE 

TEEATMENT 

CONDITION OE 
CULTUBE AETEE 7 WEEKS, 

CULTUEE AETER 13 WEEKS* DTCUBATIOH 

inoculation 


INCUBATION 

Condi tioQ 

Toxicity* (Mice) 

per ml 

80 

No penicillin 

GP —Z weeks 

GP 

1 dead <24 hr 

80 

Penicillin 5 u/ml 

U 

U 

1 very sick 

2 normal 

800 

No penicillin 

GP—3 weeks 

GP 

1 dead <24 hr 

800 

Penicillin 5 u/ml 

U 

U 

1 dead <48 hr 

2 normal 

8,000 

No penicillin 

GP—^3 weeks 

GP 

1 dead <24 hr 

8,000 

Penicillin 5 u/ml 

U 

U 

1 very sick 

2 normal 

80,000 

No penicillin 

GP—3 weeks 

GP 

2 dead <48 hr 

80,000 

Penicillin 5 u/ml 

GP—(6 weeks) 

GP 

2 dead <48 hr 

80,000 

Penicillin 50 u/ml 

U 

U 


800,000 

No penicillin 

GP—10 days 

GP 

2 dead <36 hr 

800,000 

Penicillin 50 u/ml 

GP—3 weeks 

GP 

1 dead 48 hr 

800,000 

Penicillin 100 u/ml 

GP—3 weeks 

GP 

1 very sick 

No inoc. 

Penicillin 5 u/ml 

U 

U 

2 normal 

No inoc. 

No penicillin 

U 

u 

2 normal 

318,000 

Initial inoculum 

u 

u 

2 normal 


GP ” Gas, peptomzation. 

U = Uncliaiiged. 

*0.1 ml of the incubated test culture was forcibly fed to each mouse. All the sick 
animals evidenced the typical symptoms of botulinus intoxication. 

much as 1,000 ii per ml in this instance was ineffective in preventing rapid 
spoilage. 

Action of penicillin against a species relatively sensitive to the drug. In the 
next experiment, spores of a penicillin-sensitive species, Bacillm suUilis var. 
aierrimuB, served as inocula in sterile milk. This strain, together with BadUm 
niger and the Ford strain of B. snUilis, is more resistant to penicillin than other 
members of the subtilis group. The data (table 3) show that the number of 
spores has an important influence upon the 'treatment necessary to ensure ster- 
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ilization. Wlieri the number of spores was relatively high, 5 u per ml of penicillin 
was not a consistently effective preservative even when combined with pre¬ 
liminary heating. When the spores numbered 10,000 per ml or less, 5 u per ml 
was effective when used in conjunction with prior heating. Without the latter, 
sterility was not attained with as few as 65 spores per ml, although 20 ii per ml did 
preserve these samples. 

The action of 'penicillin against the spores of Clostridiim botulinum. \ arying 
numbers of spores of Clostridium botulinum were incubated anaerobically in 
milk ^Yith different concentrations of penicillin. At the recorded intervals, 
gross changes in the appearance of the samples were noted and animal feeding 
tests® performed. The data presented in table 4 show that penicillin in low 
concentration (5 u per ml) greatly delayed growth and the formation of toxin 
when the concentration of spores was substantially below 800,000 per ml. At 
the latter level, the effect of penicillin up to 100 u per ml was almost negligible; 
however, in the presence of relatively few spores (< 8,000 per ml) the growth- 
and toxin-delaying action of 5 u per ml of penicillin was pronounced, the data 
giving no indication as to the limits of the sporistatic period. No explanation is 
offered for the lack of complete uniformity in some of the feeding tests. The 
importance of the number of spores in determining the length of the inactive 
period suggests that a very small proportion of the spores in the initial population 
was insusceptible to the inhibitory action of penicillin, rapid spoilage in a par¬ 
ticular instance depending upon the presence in the sample of 1 or more resistant 
cells. Bigger (1944) has applied the name ‘'persisters'^ to the very small minor¬ 
ity of Staphylococcus pyogenes cells found to be resistant to the activity of peni¬ 
cillin. The resistant cells rarely exceeded 1 per million of the cocci originally 
present. A closely analogous situation seems to exist for spores. 

DISCUSSION 

It is evident from the foregoing report that penicillin in low concentration 
(5 u per ml) is remarkably sporistatic and sporicidal for a wide range of organisms. 
Certain deficiencies of the drug as a spore-controlling agent are also apparent; a 
small but widely disseminated group of sporing aerobes is strongly resistant to 
penicillin. When such spores are present, even in small numbers, penicillin is 
not an effective preserving agent except in concentrations which would be im¬ 
practicable. With certain other aerobes, penicillin in low concentration delays 
but does not consistently prevent the germination of their spores and subsequent 
growth. Data obtained with anaerobic sporeformers show that the spores of 
some species can de'i^elop rather quickly in the presence of about 5 u per ml of 
penicillin. Likewise, this level of penicillin will not consistently prevent the 
growth and the formation of toxin originating from the spores of Clostridium 
bolulinum, though these may be greatly delayed. 

Delayed spoilage indicates an inhibiting action upon the germination of the 
spores. This continues presumably until the penicillin falls below a sporistatic 

® Our thanks are due to Dr. Samuel E. Hall of this Bureau for his assistance in the feeding 
and care of the animals. 
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level; in some strains of B. subtilis the threshold concentration is less than 0.015 u 
per ml. In view of the rather slovr deterioration of penicillin e^’^en at incubator 
temperatures (Rammelkamp and Helm, 1943; Kirby, 1944; Benedict et aL, 
1945), 5 II per ml of penicillin might be expected to exert a prolonged sporistatic 
action against susceptible species. 

The possible utility of penicillin in the preservation of nonfood materials would 
depend upon the reaction of such materials and upon the kind and number of 
spores encountered. In combination with mild heating penicillin might find 
application in special situations, either as a preservative or spoilage“dela 3 dng 
agent. 


SUMMARY 

A study was made of the preser\ing action of penicillin in milk containing 
\dable bacterial spores. Fifteen aerobic and two anaerobic species were 
examined. 

In their reaction to penicillin, Bacillua cereus^ Bacillm mycoides, Badllm 
albolactis, and Bacillus metiens were relatively resistant. When they were 
present penicillin was not an effective preserving agent except in concentrations 
that would be impracticable. The remaining 13 species w^ere relatively sus¬ 
ceptible to penicillin as was manifested by strong sporicidal or prolonged 
sporistatic activity in a drug concentration of 5 u per ml. This concentration 
sterilized many of these cultures. 

Five units per ml of penicillin greatly delayed but did not prevent spoilage 
by Clostridium botuUnum and an unidentified anaerobic species (3679). In 
the former, toxin formation accompanied spoilage, both in the control and 
penicillin samples. The sporistatic period varied with the concentration of 
spores and the level of penicillin. The data indicate that an extremely small 
proportion of the spores of Clostridium botulinum are highly resistant to the 
sporistatic action of penicillin.' 

The evidence suggests that all spore cultures contain spores susceptible to 
penicillin, the species differing in the relative proportion of resistant and sensitive 
cells. 

On the basis of this study, it is concluded that penicillin has no application 
in the preservation of food. In combination vith mild heating, it might have 
utility as a preservative or spoilage-delaying agent in certain nonfood materials. 
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A satisfactorj’* explanation of the nature of the Ziehl-Neelsen stain remains to 
be formulated. It is agreed that disruption of the ceU membrane by chemical 
or physical means is accompanied by a loss of acid-fastness (Long, 1922-23; 
Yegian and Porter, 1944), and that acid-fast lipids peculiar to the mycobacteria 
exist (Tamura, 1913; Anderson, 1929). A critical review of the literature on the 
subject has been presented by Wells and Long (1932). Since then a new and 
major observation has been made by Yegian and Baisden (1942) and Porter and 
Yegian (1945), w^ho have demonstrated that beading and Much’s granules are 
artifacts dependent upon the staining procedure. No theory of the acid-fast 
stain offered to date can satisfactorily explain the origin of these artifacts. The 
present paper develops a hypothesis which, if it can stand the test of time, pre¬ 
sumably can account for the properties of acid-fast cells when stained with 
carbol-fuchsin and for the artifacts that have been observed. 

Carbol-fuchsin is a mixture including phenol, water, and a dye (basic fuchsia) 
much less soluble in water than in phenol. When carbol-fuchsin penetrates 
into a cell, the distribution of phenol and dye within the cell should be a function 
of their concentration in the reagent and their solubility in the lipids and water 
phases present within the cell, assuming the absence of chemical reactions. 
Factors which influence the mutual solubility of the phenol and dye, or phenol, 
dye, and lipids, should affect the appearance of the stained cell. 

When an aqueous solution of phenol is added to a lipid (water-insoluble) 
two phases will result, a water and a lipid phase. The phenol will be distributed 
among the phases depending upon its relative solubility in the phases. For 
example, with oleic acid the phenol would tend to concentrate in the oleic acid 
phase. Basic fuchsin and a great variety of other dyes are more soluble in phenol 
and some other organic solvents than in water. Thus when oleic acid is added 
to carbol-fuchsin and vigorously mixed, and then centrifuged, two phases sep¬ 
arate out, a top layer of oleic acid and a more lightly colored bottom water 
layer. The dye and phenol tend to be concentrated in the oleic acid. If a 
solvent is added, such as ethyl alcohol, in which both water and oleic acid are 
infinitely soluble, the two phases disappear and a homogeneous colored solution 
results. 

A simple analysis of the solubility of phenol in water as influenced by the 
presence of other substances, such as basic fuchsin, inorganic salts, and ethyl 
alcohol, which all occur in carbol-fuchsin, is provided by the determination of the 

^ The work reported was initiated at the Louisiana State University School of Medicine, 
Department of Pathology and Bacteriology, New Orleans, Louisiana, and continued at 
Camp Detrick. 
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consolute or critical temperature in the presence of these substances. Some of 
such data are recorded in table 1. As indicated by the rise of the consolute 
temperature, these data prove that sodium chloride decreases the solubility 
of phenol in water. The effect of basic fuchsin is more complex. A small 
amount causes a lowering of the consolute temperature, whereas larger quantities 
cause a rise. The exact concentration of dye at which this reversal takes place 
varies for each batch of dye as prepared for commercial use. By adding suffi- 
cient the solubility of phenol in water can be decreased to less than is normal 
for a mixture of phenol and water alone. The addition of NaCl, which is soluble 
in water and not in phenol, accentuates this loss of solubility by phenol. It is 
also possible to ^'salt out” the dye in the water phase by adding high enough 
concentrations of sodium chloride. The end effect on the solubility of phenol 
in carbol fuchsin would seem to depend on the relative concentrations of inorganic 
salts, alcohol, and dye, and the exact composition of the batch of basic fuchsin 
utilized. 

A generalization which can be made from the work of Yegian and Baisden 
(1942), Yegian and Budd (1943), and Porter and Yegian (1945) is that factors 
which decrease the solubility of phenol in water are those leading to the occurrence of 
artifacts in the Ziehl-N eelsen procedure. Thus these investigators add sodium 
chloride to carbol-fuchsin to get staining solutions which will regularly yield a 
large percentage of stained ^'beaded” cells. They have noted that reduction of 
the concentration of the stain is accompanied by a decrease in beading. Yegian 
and Budd (1943) have found that carbol-fuchsin made up with the acetate salts 
of rosaniline and pam-rosaniline gives more beading than when the chloride dye 
salts are used. It is significant that the acetate salts are more soluble in alcohol 
than the chloride salts. Therefore, when equal quantities of saturated alcoholic 
solutions of these dje salts are used to make up the carbol-fuchsin, it is more 
likely that with the acetate dye salts high enough concentrations of dye will be 
present to cause a loss in solubility of the phenol than in the case of the chloride. 
In agreement with this statement is the reported observation (Yegian and 
Baisden, 1942) that employment of the acetate dye salts to make up carbol- 
fuchsin gave a colloidal suspension instead of a clear solution as in the case when 
the chloride dye salts were used. 

The colloidal suspension that is noted for some batches of carbol-fuchsin and 
for all batches to which inorganic electrolytes are added is the result of the 
separation of some of the phenol present into a separate phase. When such a 
solution is centrifuged, two layers are isolated. The more intensely colored 
layer is at the bottom and consists in part of a viscous liquid with a boiling 
range of 180 to 185 C. This is within the range of boihng for phenol. 

In accordance with the work of Yegian and Baisden (1942) and Porter and 
Yegian (1945) it has been confirmed that beading occurs in the step of the Ziehl- 
Neelsen procedure in which the smears are washed with water. The action is 
sudden and independent of the species of acid-fast organism being studied. But 
it is dependent on the employment of a suitable batch of carbol-fuchsin and 
regularly occurs when sodium chloride has been added to the staining solution. 



1946 ] 


NATURE OF ACID-FAST STAIN 


101 


upon tlie basis of the foregoing discussion, the ])eads or artifacts are postulated 
to be the separation of phenol into a separate liquid phase upon the penetration 
of water into the cell. In this wise the instantaneous formation, the more or 
less spherical shape, the concentration of color, and the solubility in alcohol and 
phenol of the beads can be accounted for. This explanation presumes that the 
use of carbol-fiichsin in wliich phenol is present to the extent of saturation or 
siipersaturation with respect t(j water permits the accumulation of the phenol in 
a similar state in the bacterial cell. The presence of water-insoluble cellular 
lipids in which phenol is solublej or of salts insoluble in phenol, w'ould accentuate 

TABLE 1 

Consohile iempcrature of phenol-water in the presence of components of cnrhol-fuchsin 

ITEMS ADDED j CON’SrjLUTE TEMPERATUKE iC) 


Xnno (control: ])benol-water).I 68 

Ethyl alcoiioL 10 per cent.| 52 

NaCl, 0.5 per cent.I 76 

Efliyl alcohol, 10 per cent, and NaCI, 0.5 per cent.! 58 

Coleman and Bell Co.: i 

Basic fuclisin, CF-25, 0.5 per cent. i 54 

Basic fuchsin 300547, 0.5 per cent.i 56 

Basic fuchsin 300547, 0.5 per cent and NaCl, 0.5 per cent.i 77 

Allied Chemical and Dye Corp.: , 

Para-rosaniline base, 9753, 0.5 per cent.i 82 

Basic fuchsin, NF 40. 0.5 per cent.j 60 

Basic fuchsin, NF 45, 0.5 per cent.| 61 

Basic fuchsin, NF 43, 0.5 per cent.j 63 

Basic fuchsin, NF 43, 1.0 per cent.i 63 

Basic fuchsin, NF 43, 1.0 per cent, and NaCl, 0.5 per cent.. .j 78 

Basic fuclksin, NF 43, 2.0 per fault.! 74 

Basic findisin, NF 43, 2.0 per cent, and NaCl, 0.5 per cent... 84 

Difeo bacto basic fuchsin, 370921 

0.5 per cent. i 53 

0.5 per cent, and NaCl, 0.5 per cent... i 78 

2.0 per cent.| 42 

2.0 per cent, and NaCl, 0.5 per cent. . . j 79 

6.0 per cent.I 52 

6.0 per cent, and NaCl, 0.5 per cent. .. i 88-SO 


the loss of solubility of phenol in Avater. The role of basic fuchsin is not specific, 
since nudaciiite green has been substituted for the basic fuchsin in the preparation 
of sttiining solutions that fa^mr beading. This proposed explanation of beading 
is further supported by evidence that the phenomenon is not limited to acid- 
fast organisms. Four unlike non-acid-fast bacterial species haim been studied: 
Bacillus tnegatherhim, Corynebacteriimi diptheriae, Corynehaderium hofmanni, 
and an unidentified species of Vibrio, Cells of these species Avhen stained with 
carbol-fuchsiii are rapidl^’^ decolorized by alcohol. But A?hen washed with cold 
water they are decolorized more sloAvly and at varying rates. ]\Iost important of 
all is the fact that, with the exception of Bacillus megatheriimi^ decolorization 
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witli water is aceompanied ])y the instantaneoxis appearance of lhghl>^ (‘olored 
‘ijeads'’ wheii a l)atcli of carl^ol fuchsia is used to wliich sodium chloride has 
been added. Figure I, nos. 1,2, and 3 illustrate the situation that o})tains with 
the A’'i])rio. With ('orynrbacfemnn cliplithcriac decolorization with waitca- was 
least rapid, and the l)eads were evident for the greatest length of time be!ore 
being completely washed out of the cells. 

If the piTjperties of acid-fast cells stained with carbol-fiichsin are dependent on 
the I’elatiA’e state of solubility of the pheiix)! in water and cell constituents, it 
should be possilhe to decolorize these stained cells merely by immersing them in 
A\'ater at the consolute temperature. The presence of cell constituents in the 
a,('id-fast cells that decrease the solubility of phenol in water would not abolish 



No. 1 No. 2 No. 3 


Fig. 1. Beading of Vibrio Sp. When Stained ba" Ziehl-Neelsen’s Carrol-Fcchsin, 
AviTH NiiC'l Added, and Washed with Coi.d Water 

No. 1. (Left) Cecils stained solidly with carbol-fuchsin. Stain applied and draiiHul 
off without washing with water. X IfBO 

No. 2. (C’enter) Stained cells washed for a few seconds. Ceils lose stain and Ixuiding 
becomes CAddent. X 1,040 

No. 3. (Bight) Continued washing in water results in practically ah cells bc<M)nnog 
beaded. Washing beyond this stage would result in complete loss of stain. X l,(thb 

the consolute temperature; they Avoiild only raise it. Yegiaii and ihiisdcm 
(1942) report that at 90 C Mycohacleriiim tuberculosis (strain 1137) can be 
decolorized with Avater. This obseiwation has been confirmed. A strain of 
Mycobacterium pJiIei aAmilable in our laboratory can be induced to lose the st.ain 
Avlien heated in AAuiter at 80 C for several minutes. A strain of the aAuan tuberede 
organism Avas decolorized in AA’ater at 70 to 75 C. On the other hand, heating at 
the same temperature and time AAuth 95 per cent ethyl alcohol does not result in a 
loss of color. The alcohol-fastness is explained if lipids are present in AAdiich a 
mixture of alcohol and phenol is soluble, and if the lipids do not dissolve out of 
the cell by the method used for staining when the membrane is intact. Thus 
the role of the membrane in maintaining the acid-fast properties of cells is 
harmonious Avith the suggested thesis. On the other hand, if the c^implasmic 
membrane is the principal substrate of the acid-fast property as claimed by 
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Knaysi (1946), the hypothesis offered would stiU be applicable. la this case 
the mutual solubility of the dye solution and lipids of the c^^'toplasmic membrane 
would be chiefly concerned. 

Added significance of the explanation offered for the beading phenomenon lies 
in the indication that differences of solubility of phenol in cell constituents 
(chiefly lipid) ma}^ account for the various types of acid-, alkaline-, and alcohol- 
fastness recognized by the bacteriologist. Since the qualitative and quantitative 
chemical constitution of different species are dissimilar, the situation within the 
cell would be complex, and different for each kind of cell. The response to the 
presence of decolorizing agents would be the summation of all the factors in¬ 
fluencing the solubility of phenol and dye within the bacterial cell. The essential 
difference between the acid-fast and non-acid-fast cell would rest on the greater 
solubility of the phenol and dye in cell constitutents of acid-fast cells than in the 
decolorizing solution bathing the cell. In the case of non-acid-fast organisms, 
the phenol and d 3 "e, being more soluble in the decolorizing agent than in the cell 
constituents, would leave the cells in the presence of the decolorizing agent. 

An in vitro test of the hypothesis suggested would require a phase rule study of 
the solubilit^^ of carbol-fuchsin and its constituents in cell lipids, and other 
cellular material, and in combinations of these materials in the proportions they 
occur in cells. 


SUMMAEY 

The beading of cells when stained with Ziehl-Neelsen’s carbol-fuchsin is 

postulated to be the result of phenol and dye separating out as a liquid phase. 

Evidence for this point of view’’ is presented. It can be considered that the basis 

for the acid-fast propert^^ lies in the greater solubility of the phenol and dye in 

the cell constituents than in the decolorizing agent. 
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For several years studies have been in progress in this laborator}^ on the relation 
of nutrition to resistance to vims infections of the central nervous system. The 
majority of the reports have involved experiments with mice, but a few have 
been with monkeys (Clark et al. 1945). In the case of the monkey, which 
requires certain known and unknown components of liver, it has been difficult 
to produce an uncomplicated deficiency. Thiamine deficiency has been studied 
by using sulfited liver extract which served as a source of imknovn factors. 
Other work here has shown that a “folic acid” deficiency developed rapidly 
when our basal synthetic diet was fed along vdth the synthetic vitamins (Wais- 
man and Elvehjem, 1943). We have therefore studied the possible relation of 
this deficiency to resistance to experimental poliomyelitis. 

EXPERIMENTAL 

The methods of handling and feeding the animals have been described 
previously (Waisman et ah, 1943). The basal diet (“folic acid” deficient)^ 
consisting of sucrose 73 parts, purified casein 18, mineral salts 4, cod liver oil 
3, and corn oil 2, was fed ad libitum] and adequate quantities of ascorbic acid^ 
thiamine, riboflaidn, nicotinic acid, pyridoxine, calcium pantothenate, choline 
chloride, p-aminobenzoic acid, inositol, and biotin were given daily. The 
norite eluate concentrate of Hutchings et aL (1941) prepared from solubilized 
liver powder (fraction L)^ was the source of “folic acid.” All these concentrates 
were assayed by microbiological methods, using Streptococcus faecalis R, and 
were found to contain from 46 to 85 per cent of the original activity of the liver 
powder. In many instances the animals which were offered this “folic acid” 
supplement refused to consume it, because of their general weakness and lack 
of interest in food. In these cases, the vitamin supplement was thickened by 
adding some basal diet and the whole administered to the monkey by a stomach 
tube. This process was continued oftentimes for 10 days before the animals 
were willing to drink the supplement. 

Optimum diets contained 3 to 5 per cent of liver extract powder f these were 
prepared by adding the liver product (3 to 5 per cent) at the expense of the 95 
parts of the mkture of dry ingredients. 

^ These studies were aided by a grant from the National Foundation for Infantile Faralj” 
sis, Incorporated. 

® Donated by Wilson and Co., Chicago, Illinois. 
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The procedure developed for the production of ^^folic acid” deficiency con¬ 
sisted in placiiig the animals on the basal diet Tvdth the known crystalline vitamins 
imtil the first constant drop in weight was observed (about 2 months). They 
were then given the amoimt of the norite eluate concentrate that would just 
maintain the weight as determined experimentally. In most cases, however, 
the animals showed an increased appetite which reflected itself in definite weight 
gains within a week, and, at this point, the “folic acid” concentrate was dis¬ 
continued. The animals were then allowed only the basal ration until nutritional 
failure again resulted. The acute deficiency was considered to be the syndrome 
following the first or second drop in weight, whereas a state of chronic deficiency 
was said to exist following 3 or more weight drops necessitating the administra¬ 
tion of “folic acid” each time to maintain the animals. Blood studies throughout 
the periods of depletion have demonstrated the typical progressive leucopenia and 
the correction of this condition by feeding “folic acid” concentrates. 

Since many factors, such as previous nutritional history, genetic variability, 
age and weight at the start of the experiment, the duration of the experiment, 
and the amount of “folic acid” fed, influence the response of the individuai 
animal to a “folic acid” concentrate, it was impossible to obtain many animals 
at a comparable nutritional state at the time of the administration of the virus, 
even though the animals 'were placed on experiment at the same time. This 
was particularly true in the case of the short-term experiments (series 2, 3, 4); 
for in most cases the first constant drop in weight of the animals occurred after 
7 weeks on the deficient ration, and if, as was the case in these series, the virus 
moculation was performed duiing the eighth week, some animals of the group 
would not j^et have shown nutritional failure. 

The JMV strain of poliomyelitis was used throughout. The supernatant of 
a 5 per cent infected monkey cord suspension, after overnight sedimentation 
in an ice chest, was used directly for all intranasal inoculations. These in¬ 
sufflations were made by dropping approximately 1 ml of the virus suspension 
into each nostril on 3 successive occasions within 24 hours, the first administra¬ 
tion bemg preceded by irrigation of the nasal passages with a m/10 phosphate 
buffer solution at about pH 5 (Schultz and Gebhardt, 1934). Intracerebral injec¬ 
tions were made in the conventional manner under ether anesthesia using as inoc¬ 
ulum 1-nil dilutions of this 5 per cent cord suspension, as indicated. The monkeys 
were observed at least twice daily for signs of illness; the recorded time for the 
first signs of definite flaccid paralysis was calculated from the third intranasal 
insufflation. Necropsies were performed on all dead or ether-sacrificed monkeys, 
and histological studies were made. Bacteriological studies were made whenever 
indicated, especially in the dysenteries which often complicate “folic acid” 
deficiency in this animal (Waisman and Elvehjem, 1943). In such cases Shigella 
paradysenteriae was isolated from the stools (table 1). Examination of the 
intestinal mucosa at autopsy revealed lesions consistent with the diagnosis. 

Series 1 (table 1) consisted of 10 monkeys; 4 were maintained on the deficient 
diet until their condition was of a chronic nature, and 6 were fed the control 
diets. Following intranasal inoculation 5 of the 6 control animals showed 
clinical signs of poliomyelitis which progressed to quadriplegia, whereas none 
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TABLE 1 


Influence of ‘folic acid” on susceptibility of M, mulatia to MV strain poliomyelitis virus 


SEEIES 

NO. 

MONEEY 

NO., 

SEX 

. 

WT. 

(KG) 

DIET 

VIETTS CONG., 
ROUTE OR 
INOCULATION ^ 

EIRST 

SIGNS 

OR 

PA¬ 

RALYSIS 

(days) 

PATH¬ 

OLOGY* 

rem:.4RKS 

i 

16 

F 

4.1 

Optimum 

5% I.N. 

10 

4+ 

Quadriplegia; approx. 3 









mos. pregnant 


144 

M 

2.7 

Optimum 

5% I.N. 

7 

4-f- 

Quadriplegia 


146 

F 

4.0 

Optimum 

5% I.N. 

9 

4+ 

Quadriplegia 


147 


4.1 

Optimum 

5% I.N. 

9 

44- 

Quadriplegia 


25 

F 

2.9 

Optimum 

5% I.N. 

7 ! 

3-f 

Quadriplegia 


145 


4.6 

Optimum 

5% I.N. 

1 

i 

± 1 

No clinical signs of polio; 







i 

I 

sacr. 35 days after inoe. 


62 

F 

3.8 

Deficient 

5% I.N. 


1 + 

No clinicai signs of polio; 









sacr. 35 days after inoc. 


141 

M 

2.2 

Deficient 

5% I.N. 


1+ 

No signs of polio; sacr. 35 









da3^s after inoc. 


142 

M 

3.1 

Deficient 

5% I.N. 


2+ 

No signs of polio; after 35 









days placed on optimum 









diet; sacr. after 75 days 


143 

F 

2.5 

Deficient 

5% I.N. 

See series 

No signs of p olio; placed on 








4 

optimum diet. 

2 

13 

M 

5.4 

Optimum 

5% I.N. 

6 

3+ 

Quadriplegia 


105 

M 

3.0 

Optimum 

1 5% I.N. 


3+ 

1 No frank paralysis; si. 









tremors and weakness 


i 155 

M 

4.4 

Deficient 

bf I.N. 

7 

4-f 

Quadriplegia 


156 

M 

3.5 

Deficient 

I.N. 

7 1 

4-f 

Quadriplegia 


154 

F 

3.2 

Deficient 

59^ I.N. 

8 

4-h 

Flaccid par. of both arms 


78 

M 

2.7 

Deficient 

I.N. 


± ' 

Died 4 days after inoe.; 









clinical dysentery 


159 

M 

2.4 

Deficient 

57 I.N. 



Died 4 days after inoc.; 









extensive TB 

3 

104 

M 

4.7 

Optimum 

5% I.N. 

6 

4+ 

Quadriplegia 


89 

F 

3.8 

Optimum 

5% I.N. 

7 

4-f 

Quadriplegia 


162 

M 

2.7 

Deficient 

5% I.N. 

9 

4-f 

Quadriplegia 


163 

F 

2.6 

Deficient 

5% I.N. 

7 

4-f 

Quadriplegia 


171 

M 

2.7 

Deficient 

5% I.N. 

7 

4-f 

Quadriplegia 


172 

M 

3.0 

Deficient 

5% I.N. 

6 

4f 

Quadriplegia 


175 

F 

2.7 

Deficient 

5% I.N. 

8 

4f 

Quadriplegia 


176 

F 

4.9 

Deficient 

5% I.N. 

8 

4f 

Quadriplegia 


177 

F 

2.2 

Deficient 

5% I.N. 

9 

3f 

Quadriplegia 


178 

M 

2.8 

Deficient 

5% I.N. 

7 

4f 

Quadriplegia 


179 

F 

4.4 

Deficient 

5% I.N. 

7 

3f 

Quadriplegia 

4 

201 

F 

2.6 

Optimum 

1:20,000 

12 

4f 

Quadriplegia 






I.Ger. 





202 


2.0 

Optimum 

1:20,000 

6 

4f 

Quadriplegia 






I.Ger. 





143 

F 

2.9 

Optimum 

1:20,000 

7 

4f 

Quadriplegia 






I.Ger. 
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TABLE l--Continued 


SERIES 

ilO. 

MONlCEy 

NO., 

SEX 

WT. 

(KG) 

DIET 

1 

VIRUS CONC,, 
ROUTE OP 
INOCULATION 

PIRST 

SIGNS 

OP 

PA¬ 

RALYSIS 

(days) 

PATH¬ 

OLOGY* 

i 

REMARKS 


1 185 M 

^ 2.7 

Deficient 

1 1:20,000 

10 

3+ 

Quadripiegia 





I.Cer. 





192 M 

2.1 

Deficient 

1 1:20,000 

9 

4-f 

Quadripiegia 





I.Cer. 





194 

1.9 

Deficient 

1:20,000 

6 

3+ 

Quadripiegia 





I.Cer. 





196 

2.0 

Deficient 

1:20,000 

11 


Quadripiegia; remained 





I.Cer. 



alive 10 days foil, quadri- 








plegia 


19S 

2.1 

Deficient 

1:20,000 

9 

4+ 

Quadripiegia 





1 I.Cer. 





205 F 

1.9 

Deficient 

1 1:20,000 


=b 

No clinical signs of polio; 



i 

1 

I.Cer, 



sacr. 35 days after inoc. 

7 

237 M 

2.8 

Optimum 

5% LN. 

10 

4+ 

Quadripiegia 


238 F 

3.0 

Optimum 

5% I.N. 

8 

4+ 

Quadripiegia 


232 M 

2.5 

Deficient 

5% I.N. 

13 

4+ 

Flaccid par. of both arms; 








alive and alert for 17 








days foil, paralysis 


233 F 

2.5 

Deficient 

5% I.N. 


1+ 1 

No clinical signs of polio; 







i 

sacr. 35 days after inoc. 


^ Stages of poliomyelitis lesions in Macaca mulatta as used in table 1: 

db Indeterminate. A few (4 to 6 or 8 per section) focal areas of microglial infiltration; 
most of tbe ganglion cells appear normal; some, however, show chromatolysis with margina- 
tion of Nissl substance, and a few show more marked degeneration with satellitosis of microg¬ 
lial cells and lymphocytes; congestion of vessels with occasional slight hemorrhage. Only 
an occasional polymorphonuclear leucocyte observed in the sections; no meningitis; no 
perivascular round cell infiltration. 

This picture is considered consistent with early asymptomatic poliomyelitis but is not 
pathognomonic; in this instance, since poliomyelitis virus was introduced, these lesions 
are probably due to that virus. 

1+ Slight perivascular round cell infiltration especially in medulla; larger amount of 
microglial infiltration than in the ‘findeterminate^^ category; extensive chromatolysis with 
margination of Nissl substance and eccentric nuclei; necrosis of few ganglion cells with in¬ 
vading microglial phagocytes and lymphocytes but very few polymorphonuclear leuco¬ 
cytes; usually slight hemorrhage. 

Animals with this degree of damage have commonly shown tremors, ataxia, and weak¬ 
ness, but no paralysis. 

2H- Typical lesions with perivascular cuffing, oedema, easily recognized necrosis of 
nerve cells with neuronophagia, composed of about equal numbers of microglial cells, 
lymphocytes, and polymorphonuclear leucocytes. Disappearance of an appreciable num¬ 
ber of ganglion cells. 

3+ Marked typical lesions with extensive nerve cell necrosis and neurono-phagocytosis; 
most of the invading cells involved in this process are polymorphonuclear leucocytes. 
Bound cell meningitis. 

4+ Overwhelming typical lesions with hardly a normal ganglion cell left at any level 
of the cord studied. Many polymorphonuclear leucocytes throughout. 
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of the animals on the deficient ration (nos. 62, 141, 142, and 143) ever showed 
clinical signs of the infection. After the 35~day observation period following 
inoculation, 2 of the deficient animals (nos. 62 and 141) were sacrificed, and 
histological studies of the central nervous system sections from these showed 
definite, although slight, lesions (1+) of poliomyelitis. Monkeys nos. 142 and 
143 were placed on the control ration 35 da^^s following inoculation, and one of 
them (no. 142) was subsequently sacrificed after 40 days on this diet. Histo¬ 
logical studies of cord sections showed more marked lesions (2+) of poliomyelitis 
than did animals nos. 62 and 141. Monkey 143 was subsequently reinoculated 
(intracerebral route) as a control in series 4 after 166 days on the control diet; 
it succumbed to t 3 rpical clinical poliomyelitis. It is manifestly impossible on 
the basis of this one animal (no. 143) to determine whether the lack of resistance 
to the infection following the second inoculation has any immunological basis 
or whether the change to an optimum diet was the determining factor. 

The potency of the vims suspension employed is further demonstrated by the 
fact that, in addition to the 10 animals in this series, 5 animals in another experi¬ 
ment on a high pjuuvate diet (Waisman and McCall, 1944) were inoculated with 
the same virus at the same time and by the same route; 4 of the 5 animals 
succumbed to the infection. 

Series 2 consisted of 5 deficient animals and 2 controls. The intranasal 
inoculation was made 8 weeks after the animals were placed on the deficient diet; 
consequently the deficiency was considered acute, since the first constant drop 
in weight of all the deficient animals began at or after the time of inoculation. 
All of the controls and 3 of the 5 deficient animals showed clinical signs of the 
infection, whereas the remaining 2 deficient animals died on the fourth day 
foUowing inoculation. At autopsy it was found that one of these two animals 
died of dysenterj^ and the other animal had an extensive miliary tuberculosis. 
The results of this series do not show any increased resistance on the part of the 
deficient animals. 

A third series was conducted by intranasal inoculation of 2 control and 9 
acutely deficient animals. All the animals, regardless of diet, succumbed to 
t 5 qyical clinical poliomyelitis and were sacrificed after quadiiplegia. 

In the fourth series 6 acutely deficient and 2 control animals were employed. 
The virus was administered by the intracerebral route, using the dilution in¬ 
dicated. AH the control monkeys and all the deficients except no. 205 showed 
clinical signs of the infection. Monkey no. 205 showed no elMcal signs of 
infection and was sacrificed 35 days following inoculation. Histological studies 
on central nervous system sections of this animal showed “indeterminate^^ 
(±) lesions, suggesting the possibility of abortive poliomyelitis. It is interesting 
to note that one of the deficient animals (no. 196) was able to remaia alert and 
survive without any special care for 10 days after quadriplegia was first noted. 

Series 5 and 6 (15 monkeys) are not included in the table because the dilution 
of virus employed in series 5 (1:200,000) was too great, and very few animals 
succumbed to the disease. Series 6 was composed of the surviving animals 
of series 5, thus making the results difficult to interpret. 
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Series 7 was set np in an attempt to reproduce tlie conditions of series 1. 
Two animals were fed tlie control diet, and 4 were placed on the basal diet. 
The difficulty of maintaining monkeys in a chronic state of '^folic acid” deficiency 
over long periods of time was again well brought out by this experiment. A 
critical weight loss, if not immediately recognized as such, resulted in com- 
plicating dysentery and death of the animal in 48 hours even though ‘^folic 
acid” therapy was immediately instituted. At the time of the intranasal 
inoculation, therefore, only 2 of the deficient animals were still alive (nos. 232 
and 233). 

Both controls became paralyzed to the extent of quadriplegia (in 8 to 10 days), 
whereas only one (no. 232) of the deficient monkeys showed any clinical signs 
of the infection. This one show'ed paralysis of the right arm on the thirteenth 
day and paralysis of the left arm on the following day, and was alive and alert 
for 17 days after onset of the paralysis; however, microscopic examination of 
CNS sections showed overwhelming typical lesions (4+). The other deficient 
monkey (no. 233) showed no clinical signs following inoculation and was sacrificed 
on the thirty-fifth day; micropathology was 1+. The results of this series are 
in accord with those of series 1 in that the animals in a chronic state of “folic 
acid” deficiency demonstrate increased resistance to experimental poliomyelitis. 

CONCLUSIONS 

The results of these experiments indicate that the rhesus monkey, when 
deficient in “folic acid,” exhibits an increased resistance to poliomyelitis virus 
when the deficiency is of a chronic nature, but not when the deficiency is of the 
acute type. 


REFERENCES 

Claek, P. F., Waisman, H. A., Lichstein, H. C., and Jones, E. S. 1945 Influence of 
thiamine deficiency in Macaco mwZaiia on susceptibility to experimental poliomyelitis, 
Proc. Soc. Exptl. Biol. Med., 68, 42-45. 

Hutchings, B. L., Bohonos, N., and Peterson, W. H. 1941 Growth factors for bacteria. 
XIII. Purification and properties of an eluate factor required by certain lactic acid 
bacteria. J. Biol. Chem., 141, 521-528. 

Schultz, E, W., and Gebhabdt, L. P. 1934 Olfactory tract and poliomyelitis. Proc. 
Soc. Exptl. Biol. Med., 31, 728-730. 

Waisman, H. a., and Elvehjem, C. A. 1943 The role of biotin and “folic acid” in the 
nutrition of the rhesus monkey. J. Nutrition, 26,361-375. 

Waisman^ H. a., and McCall, K. B. 1944 A study of thiamine deficiency in the monkey 
(Macaca mulatta). Arch. Biochem., 4, 265-279. 

Waisman, H. A., Rasmussen, A. F., Jr., Elvehjem, C. A., and Clark, P. F. 1943 Studies 
on the nutritional requirements of the rhesus monkey. J. Nutrition, 26, 205-218. 



CETYL FYRmmimi CHLORIDE' 

I. Geemicibal Pboperties 
R; QUISNO AND MILTON J. FOTER^ 

Department of Bacteriology, Laboratories of the Wm, S, MerreU Company, Cincinnati, Ohio 

Received for publication April 6, 1946 

Cetyl p>Tidiiiium chloride is a cationic detergent which is soluble in water^ 
chloroform, alcohol, and acetone. Aqueous solutions are clear, colorless, and 
odorless. The agent has a depressant action upon surface tension. This 
property enhances the value of the germicide because irregular surfaces are 
uniformly wetted. 

The germicidal properties of cetyl p:>Tidinium chloride were first studied in 
this laborator}^ Shelton ei al. (1939, 1940) described the properties of a series 
of a quaternary ammonium salts and also the effect of the length of the alkyl 
chain upon germicidal power. Blubaugh et al, (1939, 1940, 1941) briefly de¬ 
scribed the germicidal activity of cetyl pyridinium chloride. Green and Birke- 
land (1941) reported studies on the sporicidal activity of this compound. They 
concluded that the spores of Clostridium perfringens, Clostridium sporogems, 
Clostridium teiani, Bacillus anthracis, and Bacillus suhtilis were killed under the 
conditions of the test. These workers reported a curative effect of the compound 
on artificially infected chick embryos (Green and Birkeland, 1942; Green, 
1944). 

Huyck (1945) demonstrated that a 1:4,000 dilution of cetyl p 3 midmimn 
chloride was ‘'bacteriostatic or bactericidal to bacteria found in the oral cavity.’^ 
Huyck (1944) also described the f^hysical and chemical properties of cetyl 
pyridinium chloride and reviewed the literature on the quaternary ammonium 
salts. Warren et al, (1942) found that dilutions of 1:100 or 1:250 produced 
some reddening of scarified rabbit skin, but that greater dilutions were without 
harmful action. Subcutaneous injections of a 1:100 dilution in phosphate 
buffer produced slight edema and reddening at the site of injection, but higher 
dilutions had no untoward effect. These results indicate that for topical 
application or for wound cleansing cetyl pyridinium chloride is essentially non¬ 
toxic in the concentrations generally used. 

It is the purpose of this paper to report the germicidal activity of cetyl 
P3nridinium chloride against a variety of organisms, and the effect of temperature, 
pH, and presence of protein upon the germicide. 

MATEEIALS AISTB METHODS 

For the following studies the procedure outlined in Circular no. 198 of the 
U. S. Department of Agriculture was followed whenever possible. For certain 

^ Cetyl pyridimum chloride is manufactured and sold under the registered trade name 
‘‘ceepryn” by the Wm. S. Merreil Company. 

2. .The authors,wish to acknowledge the technical assistance of Mr. C. W. Botts and Dr. 
I.W. Gibby. 
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fastidious organisms and for yeasts, molds, and trichomonads, variations in 
media were necessary. Tests were conducted at 37 C as well as at 20 C and 
also in the presence and in the absence of serum. These and other variations 
are listed in appropriate sections. For many of the common organisms the 
results listed were obtained from three tests in duplicate. All other organisms 
were tested until comparable readings Tvere obtained. 

TABLE 1 


Germicidal activity of cetyl pyridinium chloride aqueous solution 


OSGANISM 

NO.STRAINS 
TESTED 

AVERAGE CRITICAL KILLING DILUTION IN TERMS 

OE ACTIVE INGREDIENTS AT 37 C 

No serum | 10% bovine sennn 

Staphylococcus aureus . 

5 

1:83,000 

1:12,500 

Staphylococcus albus . 

1 

1:73,000 

1:12,000 

Streptococcus viridans . 

1 

1:42,500 

1:12,000 

Streptococcus hemolyticus . 

2 

1:127,500 

1:17,000 

Neisseria catarrhalis . 

2 

1:84,000 

1:13,000 

Diplococcus pneumoniae I. 

1 

1:95,000 

1:14,000 

Diplococcus pneumoniae III. 

1 


1:20,000 

Pseudomonas aeruginosa . 

2 

1:5,800 

<1:1,000 

Klebsiella pneumoniae . 

2 

1:49,000 

I 1:5,600 

Corynebacterium diphtheria . 

1 i 

1:64,000 

1:14,000 

Mycobacterium phlei .. 

1 1 

1:1,500 

1:1,000 

Eberthella typhosa . 

5 

1:48,000 

1:3,000 

Escherichia coli . 

2 j 

1:66,000 

<1:1,000 

Proteus vulgaris . 

2 i 

1:34,000 

1:2,000 

Shigella dysenteriae . 

1 

1:60,000 

1:5,000 

Shigella paradysenteriae (Fiexner). 

2 

1:52,000 

1:3,500 

Shigella paradysenteriae (Hiss). 

1 

1:49,000 

1:2,000 

Shigella sonne . 

2 

1:68,000 

1:6,500 

Lactobacillus acidophilus . 

1 


1:16,500 

Brucella abortus . 

1 


! 1:19,500 

Trichomonas vaginalis\ . 

1 


1:3,000* 

Candida albicans . 

! 1 

1:37,000 

1:3,500 

Cryptococcus neoformans . 

i 1 

1:61,000 

1:6,000 

Trichophyton meniagrophytes . 

1 

1:36,000 

1:3,000 

Microsporum cams ... 

1 

1:34,000 

1:5,000 


^ Twenty-five per cent human serum. 

t We are indebted to Dr. Garth Johnson of the State University of Iowa for a pure 
culture of this organism. 


EXPERIMENTAL 

The critical killing dilution (C.K.D.) for any given organism is defined as the 
highest dilution of germicide that will Idll in ten minutes but not in five. Critical 
killing dilutions of cetyl pyridinium chloride were determined for a wide variety 
of organisms. For some common organisms C.K.Dds were determined for two 
or more strains. The tests were run at 37 0 in the presence and in the absence of 
10 per cent bovine serum (table 1). 

The results demonstrate that cetyl pyridinium chloride is germicidal against 
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a wide variety of organisms. In the absence of serum, critical killing dilutions 
were high. Only against Mycobacterixvm phlei and Pseudo?nonas aeruginom 
were the critical killing dilutions less than 1:30,000. Against several common 
gram-negative organisms germicidal dilutions ranged from 1:34,000 to 1:68,000, 
and against several species of cocci the range was from 1:42,000 to 1:127,000. 
Against some common species of fungi and yeastlike fungi germicidal dilutions 
ranged from 1:34,000 to 1:61,000. 

Although the germicidal actmty of cetyl pyridinium chloride was somewhat 
lower in the presence of serum than in its absence, high dilutions were sthl 
germicidal against most organisms. Only against Escherichia coK and Psevdo- 
nwnas aeruginosa did the critical killing dilutions drop belo^v 1:1,000. For 
other gram-negative rods the range of germicidal dilutions was from 1:2,000 

TABLE 2 

Effect of temperature upon germicidal activity of cetyl pyridinium chloride against organisms 

of common major groups 


CRITICAL. EILLIHG DELUXIONS EXPRESSED IN TERMS OP ACTIVE 
INGREDIENTS 


ORGANISMS 

37 C j 

20C 

No serum 

10% bovine 
serum 

No serum 

10% bovine 
serum 

Staphylococcus aureus . 

1:110,000 

1:11,500 

1:67,600 

1:6,750 

Eberthella typhosa . 

1:83,500 

1:4,000 

1:62,500 

1:1,300 

Shigella sonne . 


1:5,000 


1:2,700 

Shigella paradysenteriae (Flexner).... 


1:2,000 


<1:1,000 

Escherichia coli . 


<1:1,000 


<1:1,000 

Neisseria catarrhalis . 


1:13,500 


1:12,300 

Klebsiella pneumoniae . 


1:3,000 


1:1,000 

Proteus vulgaris . 


1:1,000 


<1:1,000 

Pseudomonas aeruginosa . 


<1:1,000 


<1:1,000 


to 1:19,000. For several species of cocci the range of germicidal dilutions was 
from 1:12,000 to 1:20,000, and for the fungi and yeastlike fungi the range 
was from 1:3,000 to 1:6,000. In the presence of 25 per cent human serum 
a 1:3,000 dilution of cetyl pyridinium chloride destroyed the flagellate Tricho¬ 
monas vaginalis. 

If critical kilting dilutions are determined in the presence of serum, the use 
of pooled beef serum is recommended. The protein content of each new lot 
should be checked to exclude nonxmiform batches. Prelimmary experiments 
demonstrated that the use of human ascitic fluid with a protein content con¬ 
siderably below the level for normal beef serum resulted in much hi^er critical 
killing dilutions. 

The germicide was tested against several organisms at 37 C and 20 C. 
Eherthelh typhosa (Hopkins) and Stap^yUcoccus awrem (standard resistance 
strain) were tested in the presence and in the absence of serum, and other organ¬ 
isms were tested only in the presence of serum (table 2). 
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At 37 C germicidal dilutions were roughly twice as great as at 20 C. In the 
presence of serum and at 37 C the results obtained in this test were essentially 
the same as those reported in table 1. Minor variations occurred, but these 
are within the experimental error of the method. 

The effect of pH upon the gennicidal activity of cetyl p^uidinium chloride 
was determined in Prideaux and Ward^s universal buffer. The buffer alone 
had no bactericidal effect at any pH level used in the germicide test. The 
tests were performed at 37 C in the absence of serum. Staphylococcus aureus 
and Eberthella typhosa were used as test organisms. 

The results obtained are shown in table 3. The results obtained by Gershen- 
feld and Milanick (1941) and Gershenfeld and Perlstein (1941) from similar 
tests on zephiran and triton K-12 are also presented for comparison. It is 
admitted that comparison of our tests with tests run in another laboratory by 
other workers may be subject to considerable hazard, but the tests were very 
similar in character and the results are so striking that the comparison seems 
worthwhile. 

Cetyl pyridinium chloride %vas germicidal against Eberthella typhosa and 
Staphylococcus aureus in high dilutions at all pH levels from 2.0 to 10.0. The 
germicidal effectiveness of cetyl pyridinium chloride at low pH levels was much 
greater than the germicidal effectiveness of either zephiran or triton K-12. At 
pH 5.0 the concentration of zephiran and the concentration of triton K-12 neces¬ 
sary for germicidal action were, respectively, approximately 10 and 50 times as 
great as the concentration of cetyl pyridinium chloride required for germicidal 
action. At pH 4.0 no end points were obtained for zephiran and triton K-12. 
This indicates that the difference between the action of these substances and 
the action of cetyl p 5 ?Tidimum chloride would be even greater under more 
strongly acid conditions. 

It is evident that a solution w^hich contains 50 ppm (a dilution of 1:20,000) 
of cetyl pyridinium chloride is a potent germicide at any pH level which is likely 
to be encountered under conditions of actual usage. 

INCONSISTENCIES IN TESTING DETERGENTS 

The problem of testing quaternary ammonium salts by the methods outlined 
for phenol coefficients is not a simple one. As the initiated operator knows, 
consistent, readable results are not always obtained if tests are conducted without 
serum. 

Fairly uniform results are obtained if the tests are conducted in the presence 
of animal serum. This procedure decreases the germicidal potency of the 
quaternary ammonium salts and imposes an arbitrary penalty upon their 
effectiveness. It is, however, a practical solution to the problem and yields 
useful information about the effectiveness of the germicide under the conditions 
of usage. The method does not, how^ever, give a true indication of the 
bactericidal power of these detergents. The primary difficulties of the test seem 
to lie in the addition of FDA media Ito the medication tubes. The broth is 
precipitated as a colloidal dispersion by the quaternary ammonium salts. The 



TABLE S 

Effect of pH on germicidal power of three cationic detergents at B7 € in absence of serum 
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* Data from Gershenfeld and Milaniek, and Gershenfeld and Perlstoin. 
t pH 7.2. 
t pH 8.2. 
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effect of this precipitate on the uniformity and homogeneity of the bacterial 
suspension has not been determined. Effective and complete contact between 
all bacteria and the germicide may be prevented by this dispersion of the in¬ 
gredients of the broth. 

Variations in the media from lot to lot, and day to day variations in the 
resistance of the test organisms, have been cited as causes of nonuniform results. 
These factors are doubtless important, but they do not account for '"skips’" 
nor lack of uniformity between duplicate or triplicate tests performed the same 
day. It would seem that some more random factor must yet be defined. 

Klarmann and Wright (1945) recently offered a semisynthetic medium for 
use in tests of germicides. It is to be hoped that such media will be studied 
further and that formulae will be devised which will permit the testing of many 
common organisms. 

In the material which has been presented, tests were repeated until readable 
results were obtained. Also, serum was added to the medication tubes, both 
to make the tests more readable and to simulate the conditions encountered in 
medical usage of the germicide. A comparison with phenol is not justifiable, 
and the results have been reported as critical killing dilutions rather than as 
phenol coefficients. 


DISCUSSION 

The quaternary ammonium salt, cetyl pyridmium chloride, is an excellent 
nonmercuriai germicide. It shows high bactericidal potency against a wide 
variety of organisms: the gram-positive and gram-negative bacteria, some com¬ 
mon pathogenic fungi, and one flagellate were aU killed in concentrations far 
below the toxic level of the compound. 

The absence of heavy metals and its potency in the presence of proteins make 
cetyl pyridimum chloride especially valuable for skin disinfection, wound 
cleansing, vaginal inserts, etc. Because of its detergency and germicidal 
potency at room temperatui'e, and at extremes of acidity and alkalinity, the 
compound has wide application in cleansing and disinfecting utensils. 

The reason for the high potency of cetyl pyridmium chloride under acid as 
well as alkaline conditions is not yet known. Literature has been cited which 
demonstrates that the quaternary ammonium salts m general are actively 
germicidal in high dilutions only under alkaline conditions (Gershenfeld and 
Milanick, 1941; Gershenfeld and Perlstein, 1941). Apparently the germicidal 
action of cetyl pyridiniiim chloride does not depend upon the degree of dissocia¬ 
tion of the compound. 


SUMMARY 

Cetyl pyxidinium chloride is germicidal in high dilutions against a variety 
of gram-positive and gram-negative bacteria, certain common pathogenic 
fungi, and the flagellate, Trichomonas vaginalis. 

Cetyl pyridinium chloride is germicidal in high dilutions under acid as well 
as alkaline conditions. 
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Tlie compound is actively germicidal at room temperature as well as at 
37 C. 

Cetyl pyridinium cliioride is germicidal in moderate to liigh dilutions in the 
presence of animal serum. 

The nontoxic character of the compound and its bactericidal properties under 
diverse conditions make it an exceptionally versatile and valuable disinfectant. 
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When penicillin is produced by submerged fermentation in tanks, many 
factors influence the course of the fermentation and the penicillin yield. Some 
of these factors are discussed in other reports from this institution. Tank 
design and the effect of variations in aeration are described by Stefaniak et at 
(1946). Gailey et al. (1946) report results obtained with various cultures. 
Koffler et al. (1945) give data on the metabolic changes occurring in the medium 
during fermentation. Other studies include the effect of bacteriostatic agents 
(Knight and Frazier, 1945) and the role of corn steep liquor in penicillin fer¬ 
mentations (Bowden and Peterson, 1946 ). In the present paper the effects of 
variation in temperature, pressure, and carbon dioxide tension are report^ed. 
Data on the toxicity of various antifoam agents are also given, A comparison 
of glucose and lactose as carbohydrate sources in tank fermentations is made. 

The experimental work was performed during a period when numerous va¬ 
riations in penicillin yields were obtained because of the instability of the culture 
(Gailey et al., 1946) and deterioration of the steep liquor. Penicillin yields and 
chemical changes in the medium varied considerably during the course of the 
experiments. 


EXPERIMENTAL METHODS 

The culture used was Penicillium chrysogemim X-1612 (Carnegie Institution)* 
The experimental conditions described by Stefaniak and co-workers (1946) 
were followed throughout these experiments. The methods for the determi¬ 
nation of sugar, ammonia nitrogen, organic nitrogen (soluble nonammonia 
nitrogen), mycelial nitrogen, and pH are reported by Gailej' et al. (1946). 

The carbon dioxide content of the exhaust air in penicillin fermentations was 
determined in the following manner: Three to five cu ft of exhaust air, depending 
on the carbon dioxide concentration, were bubbled through 20 ml of 1 H sulfuric 
acid in a 35-by-200-mm pyrex test tube (to remove ammonia), then through 20 
ml of 1 N sodium hydroxide solution in a 22-by-760-mm absorption column, and 
finally through a wet test meter. After the gas sample had been passed through 
the apparatus the column was washed free of sodium hydroxide solution with 

^ TMs work was done in co-operation with and supported by the Office of Production 
Research and Development, WPB contract no. 118. 

® Published with the approval of the Director of the Wisconsin Agricultural Experiment 
Station. 
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carboE-dioxide-free water. The resulting solution, after the addition of 10 ml 
saturated BaCh solution, was titrated to the phenolphthalein end point with 
standard hydrochloric acid. Blanks were determined in the manner described 
above. In this case a quantity of air from the service line equal to that of the 
gas sample was used instead of the exhaust air. The difference between the 



blank titration 
the culture. 


and the sample titration represented carbon dioxide produced by 


BXPEBIMENTAL RESULTS 

In€u^ of temperature on penmllin fermenMions. In order to determine the 
efiect of temperature on chemical changes within the medium and on penicillin 

production, tank fermentations were run at 20 C, 23 C, 26 C, 29 C, and 32 C. 
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These experiments were performed during a period when considerable difficulty 
was encountered vith culture variation and when penicillin fields of only 250 
to 350 units per ml were being obtained. The composition of the medium used 
was as follows: lactose 3 per cent, steep liquor solids 4 per cent, and calcium 
carbonate 1 per cent. Figure 1 summarizes the data for these experiments. 
The values given represent 2 fermentations at 20 C, 3 fermentations at 26 C, and 
4 fermentations at each of the other temperatures. When the temperatures 
of penicillin fermentations were raised, the rate of sugar utilization and the rate 

CO2 

pH PENICILLIN 

NH3-N MYCEUAL-M 

SUGAR ORGANIC-N 



Fig. 2 . Penicillin Fermentations at 2 -Lb Pressure per Sq Inch 
(Values are averages from 4 fermentatioris.) 

CO 2 , vols. per minute per 1,000 vols. culture; NH 3 -N, mg per 10 ml; sugar, grams per 1(X) 
ml; penicillin, units per ml; myceliai-N, mg per 100 mi; organic-N, mg per 100 ml. 

of carbon dioxide production increased. It is apparent that the culture utilized 
the available nutrients more rapidly at the higher temperatures. The ammonia 
nitrogen maximum, which usually occurs at 18 to 24 hours, was not increased 
appreciably until the incubation temperature was raised to 32 C. The high 
ammonia maximuin at this temperature was correlated with the fact (not shown 
in figure 1) that, although rapid oxidation of steep liquor nitrogen compounds 
occurred, grow^th during the initial period was slow; therefore less ammonia was 
assimilated. When the fermentations were conducted at temperatures above 
26 C, autoiysis occurred before the fermentations were terminated because of the 
exhaustion of the available nutrients. The pH and tffie ammonia content of the 
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medium rose very rapidfy when autolysis occurred. Penicillin yields Tvere not 
appreciably affected at temperatures below 32 C. The maximmn yield at this 
temperature was considerably below the maximum at any other temperature. 
With the exception of the 32 'C fermentations, the penicillin yields at 50 hours 
were similar. The amount of penicillin produced after 50 hours in fermentations 
conducted at 29 C and 32 C was very small. 

Effect of pressure on the fermentation, A series of experiments in wliich the 
internal pressure of the tanks was maintained at 2, 20, and.40 lb per sq inch gage 

CO^ 

pH PENICILLI#.; 

NH5-N- ^ MYCEL1AL‘M 

SUGAR ORGANIC-N 



0 20 40 60 80 

HOUF^S 

Fig. 3. Penicillin Fermentations at 20-Lb Pressure per Sq Inch 
(Values are averages from 3 fermentations.) 

CO 2 , vols. per minute per 1,000 vols. culture; NHs-N, mg per 10 mi; sugar, grams per 100 
ml; penicillin, units per ml; mycelial-lSr, mg per 100 ml; organic-N, mg per 100 ml 

pressure were performed. The data are summarized in figures 2, 3, and 4. 
The medium used in these experiments contained 4 per cent lactose, 4 per cent 
steep liquor solids, and 1 per cent calcium carbonate, except in one 20-lb run in 
which 3 per cent lactose was used. The rate of metabolism (rate of carbon 
dioxide production) was higher at the 20- and 40-lb pressures; nevertheless the 
sugar utilization was about the same in all cases. The pH plateau was lowered 
at the higher pressures. The observed pH change with pressure approximates 
that calculated from the increase in partial pressure of carbon dioxide at the 
higher tank pressures. The ammonia maximum was depressed with increasing 
pressure. At 404b pressure the amount of ammonia nitrogen present after 
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50 hours was very low and have limited penicillin formation. Somewhat 
heavier growth occurred at the higher pressures. The highest penicillin yields 
w'ere obtained at 20-Ib pressure, although a jdeld in excess of 400 units per ml has 
been obtained at 2-lb pressure. The penicillin yields at 40-lb pressure were 
consistently low. 

In su mm ary, it may be concluded that pressure has but little effect on peni¬ 
cillin production, except that at high pressures the slow pH rise decreases the 

CO 2 

pH PENICILLIN 

NHs-N MYCELiAL-N 

SUGAR ORGANIC-N 



Fig. 4. Penicillin Fbkmentations at 40-Lb Pbessure per Sq Inch 
(Values are averages from 4 ferment at ions.) 

CO 2 , vols. per minute per 1,000 vols. culture; NHs-N, mg per 10 ml; sugar, grams per 100 
ml; penicillin, units per ml; mycelial-N, mg per 100 ml; organic-N, mg per ICK) ml. 

rate of penicillm formation during the early stages of the fermentation, and the 
low ammonia levels present at the later stages may limit penicillin formation. 

Effect of carbon dioxide tension on th-e fermentation. In industrial penicilHii 
fermentations in large tanks the carbon dioxide content of the medium and the 
exhaust air axe usually higher than in our tanks. This occurs because at low 
aeration rates the efficiency of air utilization is higher (Stefaniak et al./l&46v 
figure 10), and because the greater depth of medium results in better air uti¬ 
lization. High carbon dioxide tensions also occurred in the medium in our 
high-pressure fermentations. In order to, determine whether high carbon 
dioxide levels had any effect on the fermentations other than a lowering nf pH, 
fermentations were set up in which the air used for aeration contamed 2 per cent 
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carbon dioxide. TMs resulted in a carbon dioxide content of from 2.5 per cent 
to 3.0 per cent in the exbanst air. The penicillin yield, the rate of carbon dioxide 
production, and the chemical changes in these fermentations (except for a some¬ 
what lower pH level) were similar to those of a typical fermentation (figure 3). 
It is apparent that increased carbon dioxide tension in the medium does not 
affect penicillin fermentations. 

CO2 

pH PENICILLIN 

NH^-N MYCELIAL-N 

SUGAR ORGANIC-N 



HOURS 

Fig. 5. A Penicillin Peementation with Glucose as the Carbohydrate Source in 

THE Medium* ^ 

CO 2 , vois. per minute per 1,000 vols. culture; NH^?, mg per 10 ml; sugar, grams per 
100 ml; peniciiim, units per ml; mycelial-N, mg per 100 ml; organic-N, mg per 100 ml. 

Glucose as a carbohydrate source. Several fermentations were performed to 
determine whether good penicillin yields could be obtained when glucose is used 
in the fermentation medium as a carbohydrate source. Figure 5 summarizes 
the data for one of these experiments. The rate of carbon dioxide production 
was high during the initial 26 hours of the fermentation and then decreased very 

* The constituents of the medium were as follows: glucose 40 grams, steep liquor solids 
40 grams, calcium carbonate 10 grams, and water to 1 liter. 
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rapidly. The glucose and the available ammonia nitrogen were completely 
utilized in 30 hours. After the disappearance of available carbohydrate and 
ammonia nitrogen, the nutrients furnished by the steep liquor solids permitted 
continued growth. When this source of nutrient material could not meet the 
demands of the culture, autolysis occurred. During autoiysis the ammonia 
nitrogen content and the pH of the medium rose and the mj^^celium nitrogen 
decreased. Penicillin formation stopped when autolysis began. x4jmaonia 
assimilation during glucose utilization took place at a more rapid rate than am¬ 
monia formation from steep liquor nitrogen compounds. Since the ammonia 
concentration decreased rather than increased, the pH rise w^as delayed. The 
increase in pH after glucose exhaustion may be attributed to lactate oxidation 
(KofiBer ei at, 1945). 

It may be concluded that the superiority of lactose over glucose as a carbo- 
h 3 "drate source lies in its slow availability to the culture. In lactose fermenta¬ 
tions, ammonia formation from steep liquor nitrogen compounds and lactate 
utilization bring about an early pH rise. Autolysis is delay’ed because of the 
long period required for complete lactose oxidation. On the other hand, in 
glucose fermentations the pH value during glucose oxidation is too low for rapid 
penicillin formation, and the earl^" occurrence of autolysis limits penicillin 
production after exhaustion of the glucose. 

Toxicity of antifoam agents, A number of shake-flask experiments were 
conducted to test various antifoam agents for toxicity. Table 1 summarizes 
the data for two toxicity experiments conducted in shake flasks. As may be 
seen, small amounts of an^'" antifoam agent increased the ^deld over the controls, 
except in the case of vegifat Y. This has been found generally true of antifoam 
agents in shake-flask experiments and is apparently the result of the increased 
oxygen supply w^hen no foam is present in the flask. When penicillin yields 
are considered, lard, lard oil, and 3 per cent octadecanol in lard oil were not 
toxic at any of the concentrations used. However, the pH levels were progres¬ 
sively lowered with increasing concentrations of these antifoam agents. It will 
be noticed that the decrease in pH level follows the degree of toxicity ver^^ 
closety. The foam-breaking capacity of the antifoam agents tested varied 
considerably. Nopco defoamer and \mgifat Y were the most effective foam¬ 
breaking agents and were also the most toxic. Three per cent octadecanol in 
soj^bean oil was toxic in shake-flask fermentations, nevertheless this same ma¬ 
terial was not toxic when use^ as an antifoam agent for tank fermentations. 

The antifoam agent regularilf used to control foam in our tank fermentations 
was 3 per cent octadecanol in lard oil. Before the installation of a good method 
for antifoam agent addition, several fermentations were completed in which 
4 liters of this material were added during the first 5 to 10 hours of the fer¬ 
mentation. The pH rise and the carbon dioxide maximum were delayed. In 
these fermentations, pH 7.0 was generally reached at 35 to 40 hours. 

Of aH the antifoam agents tested 3 per cent octadecanol in lard oil appeared 
to be the most useful. However, no systematic study of antifoam ^a^ents has 
been attempted with pilot plant equipment. 
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TABLE 1 


Toxicity of antifoam agents in shake-flask fermentations 


ANTIPOAil USED 

CONC. 

ANTI- 

EOAM 

PER 

CENT 

1 

4 DAYS 

5 DAYS 

1 

6 DAYS 

7 DAYS 

MAX. 

PEN. 

u/ml 

DAY 

pH 

Pen. 

u/ml 

pH 

Pen. 

u/ml 

pH 

Pen. 

u/ml 

pH 

Pen. 

u/ml 

None 


7.58 1 

88 

8.35: 

90 i 



8.50 

76 

90 

5 

Lard oil 

j 0.1 

7.59 

94 

8.14 

112 : 



8.48 

99 

112 

5 


0.3 

7.66 1 

108 1 

8.02 

110 1 



8.56 

108 

no 

5 


1.0 

7.35 I 

87 1 

7.68 

110 



7.86 

124 

124 

7 

Soybean oil 

0.1 

7.64 : 

89 

8.37 

98 



8.49 

80 

98 

5 


0.3 

7.40 1 

86 

7.79 

80 



8.40 

106 

106 

7 


1.0 

6.94 

61 

7.07 

52 



7.15 

68 

68 

7 

3% Octadecanol in 

i 

0.1 

7.81 

94 

8.41 

95 



8.42 i 

76 

95 

5 

soybean oil 

0.3 

1 7,19 

83 

7.96 

96 



8.43 

92 

96 

5 


1,0 

7.13 

64 

7.41 

46 



7.48 

67 

67 

7 

None 


i 7.84 

71 

7.48 

75 

7.68 

65 

7.91 

97 

97 

7 

3% Octadecanol in 

0.1 

1 7.48 

86 

7.62 

94 

I 7.27 

79 

7.89 

101 

j 101 

7 

lard oil 

0.3 

7.47 

81 

7.83 

91 

: 7,19 

102 

7.70 

127 

' 127 

7 


1.0 

7.20 

73 

7.37 

86 

; 7.47 

80 

7.40 

133 

133 

7 

Vegifat Y 

0.1 

7.39 

39 

7.64 

59 

7.64 

62 

8.26 

89 

89 

7 


0.3 

6.10 


6.64 

33 

7.12 

51 

7.29 

76 

i 76 

7 


1.0 





4.81 

0 

5.08 

7 

1 ^ 

7 

Lard 

0.1 

7.46 

60 

7.24 

90 ' 

7.66 

88 

8.03 

118 

118 

7 


0.3 

7.41 

91 

7.30 

92 

7.57 1 

98 

7,74 

120 

120 

7 


1.0 

7.30 

81 

6.92 

108 

7.32 

126 

7.38 

146 

146 

7 

Nopco defoamer 

0.1 

7.63 

78 

i 7.64 

94 

7.93 

98 

7,70 

121 

121 

7 


0.3 ! 

7.43 

72 

7.48 

81 

7.60 i 

86 

7.83 

116 

116 

7 


1.0 ! 

5.60 


5.86 

16 

6.91 

36 

6.84 

86 

86 

7 

Corn oil j 

0.1 

7,47 

84 

7.65 

89 

8.15 

103 

8,11 

142 

‘ 142 

7 


0.3 

7.40 

80 

7.44 

88 

7.98 

108 

8.01 

123 

123 

7 


1.0 

7.07 

89 

7.08 

101 

7.21 

94 

7.20 

107 

107 

7 


Five-hundred-mi Erlenmeyer flasks containing 100 ml of medium were incubated in a 
reciprocating shaker (4-inch stroke, 90 cycles per minute at 23 C). Each flask was inocu¬ 
lated with 5 ml of vegetative inoculum grown on 6 per cent dextrin -1-2 per cent steep 
liquor solids medium. The medium used for the toxicity tests was as follows: 

Lactose.... 20.0 grams 

Steep liquor solids. 20.0 grams 

CaCOj. 2.0 grams 

NalSrOs. 1.5 grams 

KH 2 PO. 0.25 grams 

MgS 04 * 7 H 20 . 0.12 grams 

Distilled water to 1 liter 

Each number represents an average value for3 flasks. The double lines separate experi¬ 
ments performed 1 week apart. 
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SUMMARY 

Penicillin yields were not appreciably affected by incubation temperatures 
ranging from 20 C to 29 C, but at 32 C, 3 ''ields were definitely lower. Metabolic 
processes w’ere more rapid at higher temperatures. Fermentations were usually 
conducted at a tank pressure of 20 lb per sq inch. Reducing this pressure to 
2 lb per sq inch did not affect the fermentation, but at a tank pressure of 40 
lb per sq inch, penicillin yields were reduced. Increased carbon dioxide ten¬ 
sion did not affect penicillin fermentations. The metabolic changes in ferment¬ 
ations hi which glucose was the carbohydrate source were compared with those 
on standard lactose medium. Toxicitj' tests of antifoam agents in shake-flask 
experiments have been performed. Of the agents found to be nontoxic, 3 per 
cent octadecanol dissolved in lard oil has been found to be the best agent for 
controlling foam in tanks. 
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Most of the work reported in this paper was done under a government-spon¬ 
sored co-operative research program. One of the problems at this laboratory 
involved a comparison of the various strains of the PmicilUum mtatum-chry- 
sogenum group which have been isolated or developed in co-operating 
laboratories. 


EXPERIMENTAL METHODS 

Sampling and storage. The fermentations were conducted in the 100-galIon 
tanks described by Stefaniak et al. (1946). Samples were removed periodically 
into 500-ml flasks and filtered. A 0.5-mi filtered sample was immediately di¬ 
luted for penicillin assay by addition to previously chilled phosphate buffer in 
volumetric flasks (4.0 g KH 2 PO 4 and 1.0 g K 2 HPO 4 per 500 ml solution in distilled 
water; pH 5.9 to 6,0). These flasks were stored at 10 C until they were assayed 
for penicillin (usually no longer than 16 hours). Samples kept 2 days showed 
no change in potency greater than the variations to be expected in the assay, 
ca. 5 to 10 per cent. A 1.0-ml filtered sample was diluted to 10.0 ml with 0.1 
N H 2 SO 4 and frozen until sugar determinations and Kjeldahl nitrogen determi¬ 
nations could be made. The remainder of each filtered sample ivas also frozen 
and saved for the ammonia determination. The pH values were determined 
on the original unfiltered samples by means of a glass electrode. 

Penicillin assay. The cylinder plate assay for penicillin (Abraham et aL, 
1941; Schmidt and Moyer, 1944) was used with modifications. Staphylococms 
aureus 209-P was used as the test organism. Eight plates were set up for each 
two samples and the results averaged. The standard penicillin was checked 
against a Food and Drug Administration standard (penicillin G). 

Sugar determination. The lactose in diluted samples was hydrolyzed by 
heating to 120 C for 30 minutes in 0.75 n HCL Sugar analysis was conducted 
by the method of Shaffer and Somogyi (1933). Reagent 50 with 5 grams of 
IH was used, and the samples were heated for 30 minutes 'in the boiUng water 
bath. Glucose and lactose values were determined from appropriate cahbration 
curves. 

Tokd nitrogen. The total nitrogen of the filtrates was also determined on 
the diluted samples by the micro-Kjeldahl method described by Johnson (1941). 

^ Published with the approval of the Director of the Wisconsin Agricultural Experiment 
Station. This work was done in co-operation with and supported by the' Office of Produc¬ 
tion Research and Development under War Production Board Contract no. 118. 
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Duplicate tubes containing 0.01 ml of filtrate were anab'Zed. From the values 
thus obtained w^ere calculated the mycelial nitrogen (by difference from the 
26 X 0 time sample) and the organic nitrogen of the medium (by subtracting the 
ammonia nitrogen values). 

Ammonia nitrogen. Samples of undiluted filtrate were analysed for ammonia 
nitrogen by a modification of the aeration procedure described by Umbreit and 
Bond (1936). A bank of 18-by-150-inm test tubes was constructed in sets of 
two tubes, one for the sample and one for the acid. The addition of a few 
drops of water-white caprjdic alcohol (practical n-octyl alcohol, Eastman Kodak 
Company) was necessar 3 ?' to prevent frothing of the samples. Since the aeration 
is considerabty slower in this size tube than in those used by Umbreit and Bond, 
a higher pH was used to hasten the liberation of ammonia. An excess of alkali 
(1 ml of 10 N NaOH) was used, and aeration at a rate of 40 to 50 ml per minute 
continued at least 15 hours at room temperature. It is known that this alka- 
linity liberates easily hydrolyzable ammonia (as in certain amides) as well as 
ammonia from salts. The results, therefore, represent free and loosely com¬ 
bined ammonia. In the case of the unfermented steep liquor this combined 
ammonia is roughly 40 per cent of the total ammonia, ‘60 per cent occurring as 
free ammonium salts.^ Two 5.0-ml aliquots of each sample were analyzed. 
The receiving acid was approximately 0.09 n H 2 SO 4 containing methyl red. 
After aeration the tubes and several blanks were titrated with 0.0367 NaOH 
(hence, when using a 5.0-ml sample, the titration difference multiplied by 10 
represents mg ammonia nitrogen per 100 ml of medium). 

Preparation of the inoculum. Soil stocks of the various cultures were kept, 
and spore plates in 6 -oz bottles were made by inoculating small amounts of soil 
onto the agar surface and moistening slightly with sterile water. The sporu- 
lation medium, developed at the Northern Regional Research Laboratory, con¬ 
sisted of the following ingredients (in grams per liter): 


Glycerol... 7.5 

Brer rabbit molasses (orange label). 7.5 

Curbay BG (U.S.I.). 2.5 

Peptone. 5.0 

MgS04-7H20. 0.05 

KH 2 PO 4 ... 0.06 

NaCl..... 4.0 or 40.0 

Agar... 25.0 


Table 1 show^s the effect of temperature and NaCl concentration on the spor- 
ulation of several cultures. Peptone is required for mycelium formation, and 
the NaCl concentration is important for sporulation at 30 C but not at 23 C. 
The omission of any one constituent, other than peptone, has no effect in re¬ 
tarding sporulation. After incubation at 23 to 25 C for 4 days (or, for certain 
cultures, 30 C with the high salt medium), the plates were stored at 10 C for as 

^ It has been found that a more exact liberation of ammonia from the ammonium salts 
alone can be accomplished by 24 hours' aeration at 40 to 50 ml per minute at pH 9.7 to 10.1 
(0.5 ml saturated Na 2 C 03 per 5.0 ml sample). 
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long as 2 weeks before use. The inoculum for tank fermentations was grown in 
seed tanks as described by Stefaniak et al. (1946). T\to methods of inoculating 
this seed tank have been used. The earlier method involved adding an aqueous 
suspension of spores from tw’o 6-oz bottle plates to the 68 liters of medium and 
incubating at 23 C for at least 48 hours. The later method made use of 200 ml 
of vegetative inoculum grown in two 500-ml flasks on a shaker at 23 C. This 
usually overcame the variable induction period prior to good m^xelium for¬ 
mation and, hence, resulted in a more reproducible inoculum. 

TABLE 1 

Sporulation of cultures 

(The constituents of the medium are listed in the text under Preparation of the 

inoculum) 



23 C INCUBATION 

30 C INCUBATION 

CULTOEE 

Coucentration of NaCl 

Concentration of XaCl 


0% 

0.4% 

4.0% 

0% 

0.4% 

4.0% 

832 


4- 

4" 


+ 

4- 

1951-B23 


4- 

a. 


— 

4- 

1982 



(-i-) 


(+) 

(+) 

2324S 


4- 

4- 


— 

4- 

25099 : 


4- 

4- 



4- 

35217 


4- 

+ 


— 

4“ 

35347 ‘ 


I 

T 

4- 



4- 

45417 


4“ 

4- 1 


— 

4- 

R-38 

1 

4- 

4“ 1 


+ 

+ 

J347 


+ 

4- 


4- 

4- 

X-1612 

4- 

1 

4- i 

4“ 

— 

— 1 

+ 


— indicates no formation of green spores. 

(-f) indicates formation of gray or poor spores. 

4- indicates formation of green spores in 3 to 4 days. 


Cultures, A list of the cultures mentioned in this report is presented in 
table 2.^ 

FerfnenMion equipment. In an attempt to test cultures under conditions 
similar to those in tanks, 4-liter fermentations were conducted in 9-liter bottles, 
which' were arranged for aeration (17 to 20 liters per minute through 25 to 35 
^-inch holes), for stirring (two propeller blades, 5 inches in diameter, rotating 
at '250 rpm), for the addition of antifroth (30 to 50 ml of 3 per cent octadeeanoi 
in lard oil), and for sampling under aseptic conditions. The spargers, propellers, 
and sampling tubes were made of aluminum alloy and fitted through an iron cap, 
w^hich w^as packed with cotton when placed on the bottles before steiilimtion. 

® Acknowledgment for these cultures is gratefully given to Dr. K, B. Raper of the Korth- 
ern Regional Research Laboratory, Peoria, Illinois; Dr. G. W. Beadle of Stanford Bni- 
versity, California; Dr. C. M. Christensen of the University of Minnesota, St’. Paul,'Minne¬ 
sota; Dr. M. Demerec of the Carnegie Institution, New York; and Dr. M. P.Baekus of the 
University of Wisconsin, Madison, Wisconsin. , , 
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The medium was inoculated with 8 to 10 per cent of vegetative inoculumj which 
was grown in shaken flasks in a liquid medium containing 2 per cent steep liquor 
solids and 6 per cent dextrin (dextrin 151, Clinton Compan}^, Clinton, Iowa), 
The bottles were incubated in a water bath at 23 C. The 200-liter fermentations 
were conducted in the 100-gallon tanks described by Stefaniak et at (1946). 

TABLE 2 


List of Penicillium cultures tested 


DESIGNATION 

SODECE 

descejption 

832 

N.R.E.L. 

Penicillium notatum^ isolated from natural source 

1951-B25 

N.R.R.L. 

P. chrysogenum, single spore isolated from 1951-B, a 
sector of 1951 which was isolated from a cantaloupe 

1982 

Stanford 

Penicillium, ultraviolet mutant from NRRL1950 

3271 

Standord 

P. notatum, ultraviolet mutant from NRRL832 

4171 

Stanford 

P. notatum, ultraviolet mutant from NRRL832 

23248 

Stanford 

P. chrysogenum, ultraviolet mutant from NRR,L1951-B25 

25099 

Stanford 

P. chrysogenum, ultraviolet mutant from NRRL1951-B25 

35217 

Stanford 

P. chrysogenum, ultraviolet mutant from NRRL1951-B25 

35347 

Stanford 

P, chrysogenum, ultraviolet mutant from NRRL1951-B25 

45417 

Stanford 

P. chrysogenum, ultraviolet mutant from NRRL1951-B25 

11-13 

Minnesota 

Penicillium, isolated from dried soil 

15-U-l 

Minnesota 

Penicillium, ultraviolet mutant from R-13 

E-38 

Minnesota 

Penicillium, isolated from dried soil 

R-1138 

Minnesota 

Penicillium, isolated from soil 

R-1139 

Minnesota 

Penicillium, isolated from soil 

R-1204 

Minnesota 

Penicillium, isolated from soil - 

R-1205 

Minnesota 

Penicillium, isolated from soil 

R-1262 

Minnesota 

Penicillium, isolated from soil 

X-1612 

Carnegie 

P. chrysogenum, X-ray mutant from NRRL1951-B25 

J347 

Wisconsin 

Penicillium, isolated from a natural source 

Q176 

Wisconsin 

P. chrysogenum, ultraviolet mutant from X-1612 

Q176-A8 

Wisconsin 

P. chrysogenum, single spore isolated from Q176 


CONDITIONS FOR CULTURE COMPARISON 

In order to find mold cultures which produce large amounts of penicillm, it 
became necessary to test a large number of strains of the Penicillium notatum- 
chrysogenum group. Co-operating workers at this and other universities con¬ 
ducted many preliminary small-scale tests using various techniques to separate 
poor penicillin-producing cultures from possible good producers. In this lab¬ 
oratory experiments w^ere confined to shaken flasks, 9-liter stirred and aerated 
bottles, and 100-gaUon tanks. The cultures which reached the shaken-flask 
test were tried under a variety of conditions, but none gave better yields than 
the control organism (Penicillium notatum NRRL 832) in the early tests. It was 
realisied that conditions in flasks w^ere not comparable with those in large tanks 
(KofHer et aly 1945; Bowden and Peterson, 1946). Fortunately, 9-liter stirred 
and aerated bottles were foxmd to give good 3 rields in 5 to 6 days, and the con¬ 
ditions were more like those in tanks. A number of cultures were compared 
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by this method, and the results, sho-^m in table 3, indicate the superiority of some 
cultures over others. The best strains appeared to be PemdlUum strains 
45417 and X-1612. It was possible to test most of these superior cultures in 
the lOO-gallon tanks. 

Conditions for tanh fermentations. Some of the characteristics and conditions 
of tank fermentations have been discussed by Stefaniak ei aL (1946). The 

TABLE 3 


Penicillin yields of various cultures in stirred bottle fermentations 


CULTUEE 

medium: I 

MEDIUM n 

Pemciilin yield 

Age at maximuin 
yield 

Penicillin yield 

Age at maximtnn 
yield 


uniis/ml 

days 

uniis/ml 

days 

832 

90 

i 

145* 

6 

1951-B25 



156 

5 

1982 

166t 

8 

183 


3271 

153 

5 



4171 

91 

6 



23248 

134 

6 



25099 

58 

5 

194 

5 

35217 

194t 

6 

148 

6 

35347 

169t 

6 

207 

6 

45417 

159t 

6 

267* 

6 

E-13 

140 

5 ! 



15-U-l 



203 

5 

R-38 

181 

5 

158 

5 

R-1138 

127 

4 

160 

4 

R-1139 



217 

4 

R-1204 

168 

4 

226 

5 

R-1205 



227 

6 

R-1262 

135 

5 

102 

5 

J347 

96 

5 

100 

5 

X-1612 



294 

6 


Medium I contained 2 % lactose, 2 % steep liquor solids, and salts (1.5 g NaNOs, L5 g 
CaCOs, 0.25 g KH 2 PO 4 , and 0.125 g MgSOi-THoO per liter). 

Medium II contained 3% lactose, 4% steep liquor solids, and 1 % CaCO$. 

* One bottle; all other figures refer to the average yield of 2 or 3 bottles, 
t Medium I with no salts except 2.5 g CaCOa per liter. 


question of deciding upon standard conditions for comparing cultures raises the 
problem of the suitability of any one medium for all cultures. It is to be ex¬ 
pected that certain characteristics (such as temperature rangej pH range, general 
nutrient requirements) of all strains of the Penidllium noMum-chrysogennm 
group would be similar. It is probable, however, that specific, differences 
between strains would cause the strains to differ widely in their optimum con¬ 
ditions for penic illin production. During the early experiments variations were 
made in the media between parallel tank fermentations in order to determine the 
most probable optimum conditions. Chemical changes (particularly lactose' 
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and ammonia nitrogen) were determined in order to ascertain rougMy the me¬ 
tabolic characteristics of the cultures and the nutrient conditions throughout the 
fermentations. 

The information on carbohydrate metabolism and its relation to the changes 
in ammonia concentration and pH value, which has been discussed by Koffler 
et al, (1945), was exemplified repeatedly in the tank fermentations. Thus 
glucose was found to be unsuitable for a comparison of cultures because it was 
utilized too rapidly; this resulted in a low pH value early in the run, rising too 
slowly for good penicillin production, a deficiency of available ammonia nitrogen 
in the penicillin-producing phase, and an early autolysis of mycelium on ex¬ 
haustion of the carbohydrate. However, the ammonia level in some lactose 
fermentations tended to rise too high; this condition could be corrected by the 
addition of a small amount of glucose to the medium in order to stimulate 

TABLE 4 


Effect of concentration of steep liquor solids on penicillin production by P. chrysogenum 

X-161B in tank fermentations 


SUN NO. 

I 

STEEP LIQUOR SOLIDS 

PENICILLIN YIELD 

AGE AT MAXIMUM YIELD 


% 

units/ml 

hours 

ISS 

2* 

235 

54 

139 

2 * 

240 

45 

118 

4t 

479 

64 

119 

6t 

525 

55 

116 

6t 

636 

67 


* The medium contained 2 per cent steep liquor solids, 2 per cent lactose, and salts (1.5 
g NaNOs, 2.0 g CaCOs, 0.25 g KH 2 PO 4 ,0.125 gMgS 04 - 7 H 20 per liter). 

t The medium contained 3 per cent lactose and 1 per cent CaCOs besides the steep liquor 
solids. 

mycelial growth. The addition of glucose was accomplished by inoculating the 
tanks with 10 per cent inoculum containing 1 to 2.5 per cent of iiafermented 
glucose. At least 3 per cent lactose, and later 4 per cent, was used in the fermen¬ 
tation medium in order to provide sufficient carbohydrate for a 72-hour fermen¬ 
tation. 

The concentration of steep liquor in the medium has a marked effect on the 
fermentation (table 4). It will be seen that there is a progressive increase in 
yield with an increase in steep liquor concentration (probably due to better 
growth). The limit may not have been reached but there are disadvantages in 
using the higher concentrations (e.g., frothing is an important problem in fer¬ 
mentations of the higher concentrations of steep liquor). It was decided that a 
comparison of cultures on 4 per cent steep liquor solids would be most useful. 

Two types of steep liquor have been tested. Table 5 gives a comparison of the 
regular steep liquor (Staley Manufacturing Company, Decatur, Illinois) and a 
fermented steep liquor (Corn Products Refining Company, Argo, Illinois). 
The major differences between the two steep liquors are in their content of re- 
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ducing material and lactic acid. The unfermented steep liquor is loiv in lactic 
acid and high in reducing sugars. The amount of lactic acid in the fermented 
steep liquor above that in the regular 'steep liquor is roughly equivalent to the 
loss in reducing material calculated as glucose. Thus the loss of sugar does not 
change the amount of available carbon but results, in the fermentation, in the 
liberation of more ammonia in the fermented liquor runs than in the regular 
runs. The subsequent drop in ammonia nitrogen is delayed or incomplete in 

TABLE 5 

Comparison of com steep liquors 

(P. chrysogenum X-1612 grown on 3 per cent lactose, 4 per cent steep liquor solids, and 1 

per cent CaCOs) 


KEGtILAIt STEEP LIQUOE 


TEEMENTED STEEP LIQUOE 


Run 

Peni¬ 

cillin 

yield 

pH at 
maxi¬ 
mum 
yield 

Am¬ 

monia 

maxi¬ 

mum 

Age 
at am¬ 
monia 
maxi¬ 
mum 

Am¬ 

monia 

mini¬ 

mum 

Age 
at am¬ 
monia 
mini¬ 
mum 

Run 

Peni¬ 

cillin 

yield 

pH at 
maxi¬ 
mum 
yield 

Am- 1 ^ 

moaia 

moaia 

maxi- 

maxi¬ 

mum 

Am¬ 

monia 

mini¬ 

mum 

Age 
at am¬ 
monia 
mini¬ 
mum 

no. 

units/ 

ml 


mg/ 
100 ml 

hours 

mg/ 
100 ml 

hours 

no. 

units/ 

ml 


mg/ 
100 ml 

hours 

mgi 
100 ml 

hours 

126 

558 

8.1 

34 

24 

26 

4S 

128 

415 

8.0 

43* 

23 

7 

47 








129 

330 

7.8 

43* 

23 

7 

47 

130 

405 

7.5 

39 

24 

15 

48 

132 

370 

7.6 

60 

24 

21 

46 

131 

405 

7.3 

‘ 26 

24 

15 

48 1 

133 

375 

7.8 

51 

24 

11 

1 

164 

440 

7.4 

1 37 

25 

6 

48 * 

162 

225 1 

7.9 i 

92 

31 

40 I 

66 

165 

365 I 

7.5 

35 

25 

1 7 

48 ’ 

163 ! 

410 

7.8 ' 

71 

31 

; 27 : 

66 

206 

240 1 

7.8 

50 

26 

7 

50 

212 1 

i 295 : 

7.9 

86 

19 

35 ’ 

48 

207 ' 

250 

7.5 

50 

20 

8 

50 

213 

175 

8.2 

88 

19 ^ 

39 

72 

142t 

312 

7.1 

40' : 

50 

1 10 * 

68 

144t 

1 239 

7.6 

91 

24 i 

14 

72 

143t 

m 

7.4 ^ 

47 i 

35 

1 10 ^ 

68 

145t 

i 260 

7.7 

90 

24 

1 25 

72 


Reducing material (as glucose) in regular steep liquor solids, 85 to 140 mg per g; in fer¬ 
mented steep liquor solids, 10 to 15 mg per g- Lactic acid in regular steep liquor solids, 130 
to 140 mg per g; in fermented steep liquor solids, 230 mg per g. 

* In these runs the inoculum contained 4.5 per cent glucose when used. The ammonia 
concentrations are therefore lower. 

t These fermentations were aerated at 30 liters per minute instead of 200 liters per 
minute and demonstrate the slower grow’th and utilization of ammonia at this aeration 
rate. 


the fermented steep liquor runs. Hence, the pH value is usually higher in these 
runs. The penicillin yields are usually higher in the regular steep liquor fer¬ 
mentations; hence, regular, unfermented steep liquor was chosen for the standard 
comparisons. 

There are many factors which affect the pH of a fermentation. A comparison 
of NaOH and CaCOs as neutraliang agents is given in table 6 for several cultures. 
It mil be seen that the CaCOs medium usually gave higher yields, earher peni¬ 
cillin maxima, and lower pH values than the NaOH medium. For these reasons 
CaCOs at a level of 1 per cent was used regularly. 

In temperature experiments with shaken flasks a temperature optimum 
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around 23 C was observed. A comparison of several temperatures in tank 
fermentations showed that the optimum range was rather broad. A temperature 
of 20 C retarded the fermentation but normal yields were eventually obtained. 
Temperatures from 23 C to 32 C were tested and found to give variable results; 
sometimes the higher temperatures gave rise to rapid fermentations which 
resulted in lower yields, but occasionally a good yield was observed even at 
32 C. Nevertheless, a temperature of 23 C was used for all standard 
fermentations. 

In brief, the choice of a standard medium for comparison of cultures depended 
on the ability of the medium to maintain good penicillin-producing characteris¬ 
tics: rapid mycelial growth, presence of a slowly fermentable sugar, presence of 
ammonia nitrogen during lactose utilization, pH values from 7.0 to 7.8 during 
the penicillin-producing phase, and late initiation of autolysis. The medium 
best suited to meet these requirements seems to be 3 to 4 per cent lactose, 4 per 


TABLE 6 

Comparison of NaOH and CaCOz as neutralizing agents 


CULTURE 

NaOH 

CaCOj 

Run no. 

Penicillin 

yield 

Age at 
maximum 
yield 

pH at 
maximum 
yield 

Run no. 

Penicillin 

yield 

Age at 
maximum 
yield 

pH at 
maximum 
yield 



units/ml 

hr 



uniis/inl 

hr 


R-38 

74 

72 

67 

8.3 

75 

100 

92 

7.4 

R-S8 

79 

93 

70 

7.3 

78 

135 

55 

7.8 

1951-B25 

81 

153 

78 

7.3 

80 

174 

62 

7.4 

25099 

83 

27 

72 

5,6 

82 

244 

62 

7.2 

25099 i 

87 

85 

87 i 

7.4 i 

86 

187 

68 

7.5 


The initial pH values of these fermentations were always between 5.6 and 6.1. 


cent steep liquor solids, and 1 per cent CaCOs. Ten per cent inoculum grown 
on 4 per cent glucose, 2 per cent steep liquor solids, 0.5 per cent CaCOs, and 
salts (Stefaniak ei at, 1946) was used. To prevent frothing, 1 to 4 liters of 3 per 
cent octadecanol in lard oil was automatically added as required. The 200 
liters of inoculated medium in each tank was stirred at 270 rpm and aerated at 
200 liters per minute. The tanks were kept under a pressure of 20 pounds per 
sq inch. 


COMPARISON OF CULTURES 

Because of the variations in yields caused by unknown and uncontrolled 
factors, it was necessary during the fermentations in which various cultures were 
compared to intersperse control runs on a known culture. P. chrysogmum 
1951-B25 wns used for this purpose, since it was the highest-yielding culture 
known at the time the tests were begun. Table 7 presents a summary of all 
fermentations run under the standard culture comparison conditions. It will 
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be seen that several of the Stanford cultures were apparently slightly superior 
to the 1951-B25 controly but none of the isolations from natural sources sur¬ 
passed this control culture. The ultraviolet mutant from Minnesota (Pmi- 
cilUum strain 15-U-l) appears similar to the Stanford mutant from the stand- 

TABLE 7 

Summary of penicillin yields in culture comparison experiments 


(Tank fermentation) 


CUlTUmE 

NO. OR FER¬ 
MENTATIONS 

( 

PENICELLIN YIELD 1 

CONCURRENT YIELD WITH 

1951-B25* 

Average 

Best 



units/ml 

uniU/ml 

1 units/ml 

832 

1 


98 

214 

1951-B25 

7 

\ 169 

245 


25099 

2 

1 216 

244 

i 184 

35217 

1 


275 

1 245 

35347 

1 


255 

i 245 

45417 

2 

199 

229 

1 245 

15-U-l 

3 

157 

200 

214 

R-38 

2 - 

109 

135 

165 

11-1139 

2 

158 i 

160 

214 

E-1204 

2 1 

147 i 

148 

214 

R-1205 

2 

160 

191 1 

214 

X-1612 

46 

369 

558 

245 

Q176 

6 

761 

904 


Q176-A8 

6 

286 

360 



This culture was widely used in experimental and early industrial fermentations; 
hence, control fermentations were run at intervals in order to compare them more ac¬ 
curately with other cultures. 


TABLE 8 

Loss of activity of P, ckrysogenum X-1612 


SOIL STOCK 

PERIOD OF FERMENTATIONS 

NO. OF FERMENTATIONS 

AVERAGE OF PENICILLIN 
YIELDS 

I 

Jan. through March, 1945 

13 

unUs/mt 

421 

I 1 

April through June, 1945 

16 1 

344 

I 1 

July through Sept., 1945 

9 

290 

II 1 

Sept, through Dec., 1945 

8 

423 


point of penicillin yield. However, the X-ray mutant from the Carnegie In¬ 
stitution (F. chrysogmum X-1612), which wbs only slightly better than the 
other cultures in bottle fermentations, proved to be definitely superior to all 
the previously tested cultures under tank conditions. This culture wm used for 
further testing of the tank conditions, but a variability and a loss of penicillin- 
producing activity took place over the course of the experiments. Table 8 
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Lactose per 100 ml) Peniei/lin (units per ml-) 

A/Hj-N (m^. per !0ml) Mycelial-N (n?^-per ZOO f7?(.) 
pH Orjanic-N (my per 100 ml.) 

R notetum d3t R chrj/sojenum ISSh^ZS 


- ..pH 


600 y 


\ NHyN 


L acfose 


\ Or^-N 

Penicillin '■—- ■ • 


Penicillin ■! Z 


O 2S .SO 7S O ZS SO .7S /QO 


pH 1 SOO 



R ehryseyemm Q 176 


PenfC/IJitzl 


'Penicillin] 


mcTosc'^ V 


H ^ Oro.-N \ cTose 

2 


V NH^N 


\ / MjceL'N 


O ZS so 7S O ZS so 7S too 
Hours Hours 

Fig. 1. Analytical Comparison op Fotie Penicilliitm Strains 
^ lactose, 4 per cent steep liquor solids, and 1 per cent calcium oar- 


sbows a separation of the 46 standard fermentations by strain X-1612 into 
four groups, the first three groups representing the progressive aging of soil 
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stock I (kept at room temperature). This loss of activit}^ could not be correlated 
mth any other factor, such as differences between lots of steep liquor. Soil 
stock II was somewhat closer to the original strain of X-1612 (it had been stored 
in a cool room). Fermentations with it appeared to be similar to the early 
fermentations with the other soil stock culture. 

The ultraviolet mutant from strain X-1612, called Q176, and the single cell 
isolation from it, strain Q176-A8, gave promising results in shaken-flask ex¬ 
periments, appearing equivalent to each other but superior to the parent strain. 
The tank fermentations revealed the superiority of strain Q176, but its vari¬ 
ability in fermentations indicates that it may be an unstable culture. 

It -will be seen from table 7 that only a few fermentations were run on the 
majorit}^ of the cultures. Hence, chemical anabases and penicillin values are not 
available for an accurate comparison of these cultures. Figure 1 is a graphical 
representation of the analyses of several typical fermentations. P, notatum 
NRRL832 is included for comparison, since it -was used mdely in early experi¬ 
ments. There is no assurance that this represents its normal behavior in tank 
fermentations. The other three graphs are more or less representative of the 
normal or average tank fermentations for these strains of P, chrysogenum under 
our standard conditions. Strain Q176 uses lactose more slowly than strain X- 
1612. The liberation of ammonia from organic nitrogen during mj^celium for¬ 
mation is e-vudent in these feimentations. When the available organic nitrogen 
is utilized, further grovdh occurs at the expense of lactose and ammonia nitrogen, 
hlyceiial growth is limited b^^ the amount of organic nitrogen and ammonia 
nitrogen in the medium (since an increase in mycelial nitrogen ceases upon the 
exhaustion of available ammonia nitrogen). Because strain Q176 grows more 
slowly than the strains 1951-B25 and X-1612, it uses ammonia nitrogen more 
slowly than the parent strains. 
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SXJMMARY 

The penicillin-producing properties and the gross metabolic characterstics of 
a number of strains of the Penidllium notatum’-chrysogmum group were compared. 
The fermentations were conducted in 100-galion tanks. 

The conditions, aside from adequate aeration, apparently necessary for 
optimum penicillin production are rapid initial production of mycelium, the 
presence of a slowly fermentable carbohydrate and available nitrogen (e.g., 
ammonia), and the maintenance of a pH value between 7.0 and 7.8. 

The penicillin yield under these conditions varies widely with the culture 
used.' Of the many strains tested, the mutant P.'chrysogenum strains X-1'612 
and Q176 have been found to produce the highest yields. Strain, X-1612 yields 
400 to 500 units per ml, and strain Q176 gives 700 to 900 units per ml. 
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NOTES 


THE PREPARATION OF LOEFFLER’S SERUM AND SIMILAR 
COAGUXABLE MEDIUMS 

ROBB SPALDING SPRAY» and ELMER JAY JOHNSON* 

Department of Bacteriology and Public Hygiene^ The of Medicine, Virginia 

University, Morgantown, West Virginia 

deceived for publication Marcb 23, 1946 

Foster and Cohn (J. Bact., 50, 561) have recently presented a method for the 
preparation of certain coagulable mediums that appears to involve nimecessary 
complications. During the past ten years we have had unfailing success by the 
following procedure: 

Eighty grams of Difeo Loeffler’s blood serum (dehydrated) are added to 1 liter 
of distilled water. This mixture is heated to 50 C in a double boiler or on a 
constant temperature electric hot plate for 45 minutes. During this time it is 
agitated and dissolved b}’' an electric stirring apparatus run at such speed as to 
avoid unnecessary bubbling or frothing. By this procedure the powder is com¬ 
pletely dissolved, and the slants, after sterilization, are creamy white with no 
muddy sediment. 

After the stirring and solution the medium is tubed in 6-by-f-inch tubes, about 
4 ml being added to each tube. During the tubing and plugging period the 
autoclave is heated to steaming. 

The tubes of media are placed in wire baskets, about 12 tubes in 2 layers to 
each basket. If the steam enters the bottom of the autoclave, the baskets are 
placed in a slanting position on a cloth or cardboard on the floor of the autoclave 
at such an angle that the slant extends to the bottom of the tube, leaving no 
^^butt” to cause blowing of the medium by engendered pressure. If the steam 
enters at the top, the slanted baskets are covered with a layer of cloth or card¬ 
board. 

The door and port of the preheated autoclave are closed, the steam (or heat) 
is turned up, and the pressure of air and steam is raised quickly to 15 pounds, 
at which it is held for 20 minutes at a temperature of about 80 to 85 C. After 
this period of coagulation the port is cautiously opened to release the air while 
the pressure of live steam is carefuUy held at 15 pounds. When aU air is removed, 
as shown by the issue of live steam from the port, this is closed and' the tempera¬ 
ture is raised to 121 C and held again for 20 minutes for sterilization. 

After 20 minutes the steam (or heat) is reduced slowly until the pressure ap¬ 
proaches zero, when the port is carefully and gradually opened to avoid a nega¬ 
tive pressure. 

The same method of sterilization may be successfully applied to the prepara¬ 
tion of Dorsett^s, Petroff’s, and similar coagulable mediums. 

^ Professor Emeritus: 

® Technical Assistant: 
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THE ACTIVITY OF STREPTOMYCIN IN RELATION TO BACTERIAL 
SPORES AND THE PRESERVATION OF MILK 

HAROLD R. CURRAN and FRED R. EVANS 

Bureau of Dairy Industry^ Agricultural Research Administration^ U. S. Department of 

Agriculture, Washington, D. C. 

Received for publication April 1946 

A study was completed recently of the activity of penicillin against bacterial 
spores in milk (in press). During the first part of this work some parallel ob» 
servations were made also on sti'eptomycin. When the very limited effective¬ 
ness of the latter agent became apparent, the work was discontinued. Since 
the literature contains no reference to the activity of streptomycin against 
bacterial spores, the essential findings are briefly recorded. 

The organisms, their sources, and the methods and techniques employed were 
as described in the report concerning penicillin. The streptomycin was the 
commercial product (Merck) dissolved in sterile distilled water. After the seed¬ 
ing of tubes of sterile (autoclaved) milk with the washed spores, the inoculated 
samples were heated at 95 C for 15 minutes, cooled, and 5 u per nil of strepto¬ 
mycin were added. The number of viable spores before heating was approxi¬ 
mately 50,000 per ml. 

The milk inoculated with Bacillus megatherium (4 strains tested) and treated 
with streptomycin remained unchanged during 3 months of storage at 30 C. 
The controls with no streptomycin were visibly spoiled within 10 days. 

Visibly spoiled within 10 days were both test and control samples of Bacillus 
laterospoTUs (2 strains), Bacillus cereus (5 strains), Bacillus mycoides, Bacillus 
metiens, Bacillus suhtilis (11 strains). Bacillus 'pumilus, Bacillus brevis (3 strains), 
Bacillus macerans, Bacillus polymyxa, Clostridium botulinum, and strain 3679 
(anaerobe). Both test and control samples of Bacillus alvei spoiled in about 1 
month. 

Later observation revealed that 100 u per ml of streptom 3 ^cin were not suffi¬ 
cient to prevent spoilage of milk contaming as few as 100 per ml of viable spores 
of C. botulinum and of 3679 (anaerobe). 

On each of 3 days, raw whole milk receiving no artificial inoculation was heated 
at 95 C for 15 minutes, cooled, and treated with streptomycin at the rate of 
50 and 100 u per ml. The count after heating varied from 1 to 46 per ml 
(spores). All samples containing streptomycin visibly spoiled within 1 month 
under both aerobic and anaerobic cultivation (30 C); control samples spoiled in 
3 da3"s. 

The foregoing observations indicate that streptomycin in ordinary concen¬ 
trations has very limited activity against bacterial spores. 
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HYDROGEN SULFIDE FORMATION BY SHIGELLA ALK\LESCENS 

MILDRED M. GALTON and iVLiRY E. HESS 
Bureau of Laboratories, Florida State Board of Health, Jacksonville, Florida 

Received for publication April 1, 1946 

The Shigella are generally regarded as organisms that fail to form hydrogen 
sulfide. In a recent report on a lead semisolid agar, Friewer and Shaughnessy 
(Am. J. Clin. Path., 8, 1) observed the formation of H 2 S by several strains of 
Shigella •paradymiteriae (Flexner) and Shigella sonnei in this medium and also 
bjr the lead acetate paper test, although no mention was made of this reaction by 
Shigella alkalescens. Dr. C. A. Stuart (personal communication) states that 
he has encountered no alkalescens cultures that produce H^S. 

During 1945 we isolated 232 strains of Shigella alkalescens in the central lab¬ 
oratory at Jacksonville. Of these, the production of HaS in Kligler’s iron agar 
was noted by 5 cultures. This reaction was not apparent after 24 hours’ incuba¬ 
tion and was only slight after 48 hours at 37 C, but a very distinct reaction ap¬ 
peared after another 24 hours at room temperature. The first 3 cultures were 
isolated from routine feces specimens from different persons between May 9 and 
May 21, 1945. We continued to watch all alkalescens cultures isolated very 
closely, although H 2 S was not detected again until September 13, 1945, when it 
was noticed in a fourth culture. The fifth culture was isolated on October 9, 
1945. 

Since one freshly isolated strain of S. alkalescens has been found by Wheeler 
et al. (J. Bact., 51, 169) to form acetylmethylcarbinol, others to ferment lactose 
and sucrose (Stuart and Rustigian: J. Bact., 48, 497) and to lose these char¬ 
acteristics shortly afterwards, it was thought that the ability to produce H 2 S 
might also be lost. In January, 1946, the cultures isolated in September and 
October were forwarded to Dr. Stuart, who found that the reaction, though 
somewhat weak, was very distinct and also that these cultures contained the 
antigens A, B, C, and D. One of the cultures found in May was lost. The 
remaining 2 were checked 7 months after isolation. One strain produced a very 
distinct reaction after 48 hours, and in 72 hours there was a diffuse blackening 
in the entire butt of the Kligler culture. The other strain showed no reaction 
in Ivligler’s medium, though it is possible the formation would be detected by 
more sensitive tests. 

The observation that some strains of Shigella alkalescens form hydrogen sulfide 
in amounts equivalent to SalmmeUa typM and apparently do not lose this char¬ 
acteristic seemed worthy of note. 

The authors wish to acknowledge their appreciation for the advice and criti¬ 
cism received from Dr. C. A. Stuart and Dr. A. V. Hardy. 
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TRIMETHYLAMINE OXIDE REDUCTION AND THE EIJKMAN 
REACTION IN THE GENUS ERWINIA 

R. PS ELROD 

Department of Animal and Plant Pathology, The Rockefeller Institute for Medical Research, 

Princeton, New Jersey 

Received for publication April 8, 1946 

The success that has been attained in separating species of Shigella by means 
of the trimethylamine oxide reduction test and the Eijkman reaction has 
prompted this investigation. Past studies with the genus Erwinia bearing on 
trimethylamine oxide reduction (Wood and Baird; J. Fisheries Research Board 
Can., 194) and the Eijkman reaction (Stuart et al.: J. Bact., 43, 557) have not 


TABLE 1 

Trimethylamine oxide reduction and the Eijkman reaction with species of Erwinia 


EBWINIA SPECIES 

NUMBER OF 
CULTURES 

TRIMETHYLAMINE OXIDE 
REDUCTION 

EIJKMAN REACTION* 

Positive 

Negative 

0 

G 

A 

E. amylovora . 

4 

0 

4 

4 

0 

0 

E, tracheiphila . 

3 

0 

3 

3 

0 

0 

E. phytophthora . 

4 

0 

4 

4 

0 

0 

E. solanisapra . 

3 

0 

3 

3 

0 

0 

E. carotovora ... 

13 

3 

10 

13 

0 

0 

E. aroideae . 

15 

4 

11 

15 

0 

0 

E. carnegieana . 

1 

1 

0 

0 

0 

1 

E. nimipressuralis . 

1 

1 

0 

0 

1 

0 

Totals. 

1 

1 44 

9 

35 

42 

1 

1 


* O, no growth and not viable; G, growth; A, acid. 


indicated the species employed. In the former study it was found that the 
genera Erwinia and Shigella were the only ones in the family Enterobacteriaceae 
which contained species that did not have the ability to form trimethylamine 
from the oxide. It was revealed that 8 out of 17 cultures of the plant pathogens 
were able to reduce trimethylamine oxide. Applying the Eijkman test, Stuart 
et at (loc. at) showed that, with 24 cultures of Erwinia, 20 failed to survive at 
45.5 C for 24 hours. Later Wood et al. (J. Bact., 46, 106) stated that in the 
genus Shigella a direct correlation existed between the Eijkman reaction and 
the ability to reduce trimethylamine oxide. 

Comparative studies pertaining to the capacity to reduce trimethylamine 
oxide and the Eijkman reaction in the genus Erwinia are presented herewith. 
Forty-four cultures of Erwinia representing 8 species have been utilized. The 
results are given in table 1. All available cultures of Erwinia amylovora, E. 
tracheiphila, E. phytophthora, and E, solanisapra failed to form trimethylamine. 
Out of 13 isolates of E. carotovora, 10 were unable to reduce trimethylamine 
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oxidej but 3 bad this capacity. With 15 cultures of E. aivideae, 11 were uegative 
in their action on trimethylamine oxide, whereas 4 were able to produce tri- 
methylamine. Single strains of E, carnegieana and E, nimipressuralis had the 
property of reducing trimethjdamine oxide. 

x411 of the Erwinia cultures, except E. carnegieana and E, nimipressnraliSy 
failed to grow or remain viable under the conditions of the Eijknian test (glucose 
was substituted for lactose in the medium employed). These two Eijknian 
survivors, which were also trimethylamine-positive, are like Shigella alkahscms^ 
S. dispar, and S. sonnei in respect to the Eijkman test and trimethylamine oxide 
reduction. With E, carotovora and E. aroideae, however, no correlation exists 
between the trimethylamine-positive strains and the ability to vdthstand the 
conditions of the Eijkman test. 

No comparative studies have been made between trimethylamine-positive and 
trimeth 3 dainine-negative strains of the latter two species. Nevertheless, the fac¬ 
ulty to macerate carrot tissue is maintained by negative and positive isolates of 
both species. The existence of strains in the soft-rot group that have the power 
of reducing trimethylamine oxide preclude the use of the test in distinguishing 
these species from members of the genus Aerobacter, 


THE ANTIBIOTIC ACTIVITY OF VIOLACEIN, PRODIGIOSIN, AND 

PHTHIOCOL 

HEm-IAN C. LICHSTEIN and VIRGINIA F. VAN BE SAND 
Department of Bacteriology, Medical School, University of Wisconsin, Madison, Wiscomin 

Received for publication April 8,1946 

The w^ater-insoluble pigments violacein, prodigiosin, and phthiocol are pro¬ 
duced, respectively, by Chromobacterium violaceum, Chromobacterium prodigio- 
sum, and Mycobacterium tuberculosis. The antibiotic activity of violacein has 
been reported (Lichstein and Van de Sand; J. Infectious Diseases, 76,47) but to 
our knowledge there have been no similar studies with phthiocol. Although 
whole cultures of Chromobacterium prodigiosum have long been recognized as 
possessing antibiotic activity, there has been a difference of opinion regarding 
the nature of the active substance. Hettche (Arch. Hyg. Bakt., 107^ 337) be¬ 
lieves the pigment to be the active agent, but Eisler and Jacobsohn (Z. Hyg. 
Infektionskrankh., 117,76) suggest that the substance is a nonpigmented mate¬ 
rial present in broth cultures of the organism. 

Violacein, extracted and purified accordiag to the method of Strong (Science, 
100, 287), exerts a bactericidal action against Stapkyhcocms aurms in concen¬ 
trations of O.OOl to 0.01 per cent when the number of bacterial cells is approxi¬ 
mately 5,000 per ml, and a bacteriostatic action against larger inocula. The 
pigment exhibits no m vitro antiphagocytic activity against guinea pig exudative 
polymorphonuclear leucocytes in concentrations of 0.05 to 0.5 mg. Mice (8.5 
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to 16 g) tolerate a single intraperitoneal dose of 1 to 2 mg of pigment. No in vivo 
protection against overwhelming type II pneumococcus infection in mice is 
exhibited by single doses of 1 to 2 mg, but a delayed death rate is noted with 2 
mg against smaller challenge doses of organisms (10"^ dilution). 

Prodigiosin, extracted and purified from potato slice cultures (Wrede and 
Hettche: Ber. dent. chem. Ges., 62, 2678) and tested against 10 representative 
species of bacteria in tryptose broth using an inoculum of 10^ organisms, 'with 
suitable alcohol controls, exhibited no bacteriostatic effect in concentrations of 
0.005 to 0.1 per cent. Both filtrates and heat-killed 18-hour and 3-week whole 
cultures of Chromobacterium prodigiosum were employed in order to test the 
effect of other metabolic products. Young cultures exhibited no activity, but 
the 3-week cultures, both pigmented and nonpigmented, yield a thermostable, 
water-soluble, nonpigmented substance that is antagonistic to the growth of 
Bdcillm subtilisj Corynebacterium diphtheriae, and Staphylococcus aureus. 

The stock solution of phthiocol was 2 per cent in 0.2 n sodium hydroxide, and, 
when added to tryptose broth, an equal volume of 0.2 n hydrochloric acid was 
required to maintain a suitable pH. In a concentration of 0.02 per cent this 
pigment inhibited the growth of Streptococcus pyogenes, Diplococcus pneumoniae, 
and Bacillus anthracis, whereas 0.05 per cent inhibited the growth of these or¬ 
ganisms and moreover that of Staphylococcus aureus, Streptococcus salivarius, 
Corynebacterium diphiheriae, Escherichia coli, and Shigella paradysenteriae. A 
concentration of 0.1 per cent was bacteriostatic for Eberthella typhosa and 
Neisseria catarrhalis, but was not sufficient to inhibit the growth of Pseudomonas 
aeruginosa. 


THE OCCURRENCE OF SALMONELLA BLEGDAM IN THE 

PHILIPPINES 

RUSSELL B. STEVENS 

Department of Biology, University of Louisville, Louisville, Kentucky 
Received for publication April 8, 1946 

Of 19 strains of Salmonella isolated during the first year of the U. S. reoccupa¬ 
tion of the Philippines 4 proved upon full investigation to be S, bhgdam. This 
organism was originally described by Kauffmann in 1935—a single isolation from 
the blood of a middle-aged patient in the Blegdam Hospital, Copenhagen, suffer¬ 
ing from pneumonia of the right lower lobe. First given a varietal status, this 
species differs serologically from Salmonella enteritidis primarily in its possession 
of the ''q'' flagellar antigen in addition to the *^g’' and and from S. enteritidis 
var. moshow in its possession of the factor. 

Two of the four strains were isolated from the blood of American infantry 
soldiers showing distinct symptoms of paratyphoid infection; one from the stool 
of a soldier without apparent enteric fever; and the last from an ulcerative ankle 
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lesion on a Filipino patient, also as^Tnptomatic with respect to gastro-intestinal 
involvement. 

Credit for tlie final identification of these cultures is due Dr. P. R. Edwards, 
of the Dniversit}^ of Kentucky Agricultural Experiment Station, and to Miss 
Alice Moran, of liis staff. 


A NOTE ON SALhIONELLA ABORTUS-EQUI INFECTION IN MAN 


D. W. BEUNERi 

Department of Animul Pathology^ Kentucky Agricultural Experiment Station, 
Lexington, Kentucky 

Received for publication April 15, 1946 

Although man^^ of the delineated Salmonella types frequently appear in certain 
infections in man, the occurrence of Salmonella oLortus-eqid in human diseases 
rarely has been reported. Fujimura and Hoshi (Japan. Soc, Vet. Sci., 1936, 
159) reported the case of a veterinarian in Japan who developed skin abscesses 
of his arm after treating the genital tract of a mare ivhich had aborted because of 
S, abortus~egui infection. S. abortus-equi and a Staphylococcus were isolated 
from the purulent exudate of the infected lesions. Bornstein, Saphra, and 
Strauss (J. Infectious Diseases, 69, 59) describe a culture of ;S. abortus-equi that 
was received from Professor Curbelo of Havana, Cuba. It was listed as an 
isolation from the feces of a human patient who probably became infected in the 
laboratory. 

During the month of August, 1945, Lieutenant Colonel Riishmore, Veteri¬ 
narian, Allied Military Government, Italy, sent several Salmonella cultures to 
the 15th Medical General Laboratory for serological classification. Among the 
cultures, two were listed as isolations from a food-poisoning outbreak at Bresca, 
Itaty. One of these cultures was isolated from horse meat suspected of causing 
the outbreak, and the other was obtained from the feces of a case of gastro¬ 
enteritis in an Ital an civilian who had eaten some of the meat. A serological 
investigation of the antigens of both cultures according to the Kauffmann-White 
schema proved them to be S. ahorius-equi (IV, XII :-e, n, x . ..). 

^ Formerly Captain, V.C., Veterinary Section of the 15th Medical General Laboratory. 
Technical Assistant: Private First Class Bernard J. Joyce, Medical Department. 
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MISSOURI YALLEY BRAXCH 

City Aubitobium, Topeka, Kansas, November 30 anb December 1, 1946 


Agglutinin Responses to the O anb OH 
Antigen of Typhoid Vaccine Adminis¬ 
tered Orally to Rabbits. IV. Howard 
Baker and J. Ralph Wells^ Kansas State 
Teachers College, Pittsburg, Kansas. 

A comparative study was made of the ag¬ 
glutinin response of bile-prepared rabbits, 
following oral administration of the OH 
antigens of typhoid vaccine to one group 
and the O antigen of the same vaccine to 
another group, when administered daily and 
twice daily. The results showed that all 
animals possessed agglutinin titers ranging 
from 1:10 to 1:320 on the eighth day after 
the administration of the last dose. There 
was not enough difference in the titers re¬ 
sulting from the use of the antigens to say 
safely that the OH antigens produced a 
higher titer than the 0 antigen or vice 
versa. Apparently the agglutinin titers for 
OH persisted longer than did those resulting 
from the use of the 0 antigen. The results 
obtained by the two frequencies w^ere essen¬ 
tially the same with respect to both the 
height and the persistence of the titer. 

Some Fungi Involved in the Decomposi¬ 
tion op Plant Residues. R. C. Dawson, 
U- S. Department of Agriculture, Soil 
Conservation Service and Research, Ne¬ 
braska Agricultural Experiment Station. 
Representative types of fungi were iso¬ 
lated from the soil of plots treated with 
different kinds and placements of crop resi¬ 
dues and from fragments of decomposing 
residues. Members of the genera Penicil- 
Hum and Aspergillus were most commonly 
found in the soil. Ckaetomium "was fre¬ 
quently found in large numbers on straw 
and cornstalks during intermediate stages of 
decomposition. Other genera encountered 
were AUernaria, Bhizopus, Hormodendrum, 
Trichoderma, Fusarium, and two the identi¬ 
fication of which are at present unknown. 

All of the organisms were tested quantita¬ 
tively for their ability to decompose wheat 
straw and for their ability to utilize cellulose 


and lignocellulose. The decomposition of a 
legume (alfalfa) by some of the organisms 
was also studied. Carbon dioxide and am¬ 
monia evolution, loss in iveight, and changes 
in pH were used as criteria of decomposition- 
Different fungi varied considerably in the 
rate and type of decomposition produced. 

A Comparison of Various Egg Media foe 
the Routine Isolation of Mycobac¬ 
terium Tuberculosis. Eleanore Hern¬ 
don and Charles A. Hunter, Kansas State 
Public Health Laboratories. 

Employed in this study were five media 
for the cultivation oiMyeohaeterium tubercu¬ 
losis, including two non-glycerol-containing 
media for the cultivation of the bovine type. 
The latter were Sweany^s medium and 
Arena and Cetrangolo^s modification of 
Sweany^s medium. Corper’s egg yolk me¬ 
dium, Petrik^s modification of Loewen- 
stein's medium, and Saenz* modification of 
Petragnani^s medium were used for cultiva¬ 
tion of the human type. It was found that 
the use of no single medium would give satis¬ 
factory results, and that it is advisable to 
use three media. The combination found 
most satisfactory in this study included 
Saenz*, Petrik’s, and Arena and Getrango- 
Io*s media. Reasons for this choice were as 
follows: (1) Saenz* gave a higher percentage 
of positives than did the other two media 
suitable for the cultivation of the human 
type, (2) Petrik*s gave a fevr positives when 
the other tiYo did not, (3) Corper*s medium 
was found to be very liable to contamination 
and in no case gave a positive when the 
othen two were negative, and (4) Arena and 
Getrangolo*s medium gave a higher per^' 
centage of positives than did Swea|a^*s. 
Although growth of M, tuberculosis 
most frequently on the Arena-Qatrangolo 
medium when ail other tubes wpti negative, 
the colonies were frequentl;y-^typical in ap¬ 
pearance. This was prphably' due to the 
fact that they were colonies of the .human 
type, growing in glycerol. 
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The use of a shaking machine during di- 

gestion of the specimens was found to de¬ 
crease contamination of cultures, and maxi¬ 
mum and even seeding was effected. The 
percentage of microscopically negative spe¬ 
cimens found to be positive by culture was 
increased from 6.4 to 10.4 per cent with the 
use of shaking plus the use of the Arena- 
Cetrangoio medium. 

Tim Influence of Some Microbial 
Groups on Soil Structure Stability. 
T. M. McCalla, U. S. Department of 
Agriculture, Soil Conservation Service 
and Research, Nebraska Agricultural Ex¬ 
periment Station. 

,A laboratory study was made of the effect 
of different microbial groups on soil struc¬ 
ture stability. Lumps of Peoriaii loess were 
used for a testing material. The stability 
developed was determined by the number of 
water drops required to destroy lumps of the 
treated material. Energy material was 
added in the form of carbohydrates, pro¬ 
teins, wheat straw, and sweet clover resi¬ 
dues . These were inoculated and incubated 
for different lengths of time. 

The order of decreasing stability was 
fungi, actinomycetes, yeast, and bacteria. 
The fungi and actinomycetes were highly 
effective in soil stabilization. There were 
wide differences among the different bac¬ 
teria. Some were highly effective, but 
others were without much influence. 

These results would indicate that cultural 
practices encouraging the development of 
fungi, actinomycetes, and certain bacteria 
would be effective in improving soil stabili¬ 
zation. 

Mode of Action op Marfanil. Dan 
Tenenbergj Department of Bacteriology, 
University of Kansas, Lawrence. 


The Use of Selective Enrichment IMboia 
FOR THE Isolation of Enterococci. L . 
F. Lindgren, Department of Bacteriology, 
University of Nebraska, Lincoln. 

Geographical Distribution of Histo- 
PLASMiN Sensitivity. M . L . Furcoloto , 
Tuberculosis Control Division, U.S.P. 

H. S., Hixoii Memorial Laboratory, Uni¬ 
versity of Kansas Hospital, Kansas City, 
Kansas. 

The Inhibition of Bacterial Respiration 
BY Crystal Violet and Its Relation¬ 
ship TO Gram’s Stain Theory. John 
Harris, Department of Bacteriology, 
Kansas State College, Manhattan. 

Experimental Studies in Leptospirosis. 

I. Preliminary Report on the Experi¬ 
mental Therapy of Leptospirosis. B . 
S. Levine and Charles A. Hunter, Division 
of Public Health Laboratories, Kansas 
State Board of Health, Topeka. 

Western Equine Encephalitis. C. M. 
Eklund, Tuberculosis Control Division, 
U.S.P.H.S., Hixon Memorial Laboratory, 
University of Kansas Hospital, Kansas 
City, Kansas. 

Survival of Pasteurblla tularensis in 
Water. Cora M. Downs, Department of 
Bacteriology, University of Kansas, Law¬ 
rence. 

Further Studies on Listerellosis in 
Rabbits. Barbara Russell and N, P, 
Sherwood, Department of Bacteriology, 
University of Kansas, Lawrence. 

Vitamin A in Mastitis. F. D, Foltz, De¬ 
partment of Bacteriology, Kansas State 
College, Manhattan. 

The Accumulative Effect of Indole and 
Bile upon Eberthella typhosa and 
THE Shiga Dysentery Organism. H, L. 
Chance, Department of Bacteriology, 
University of Oklahoma, Norman, Okla¬ 
homa. 


EASTERN PENNSYLVANIA CHAPTER 
One Hundred and Eighty-fifth Meeting, Philadelphia County Medical 
Society Building, Philadelphia, Pennsylvania, February 26, 1946 

Interference with the Antibacterial The antibacterial activity of streptomycin 

Action of Streptomycin by Reducing in infusion agar plate cultures of Escherichia 
Agents. Amedeo Bondi, Jr., Catherine coli and other bacteria is diminished by 
C. Dietz, and Earle H. Spaulding, anaerobic incubation. The bacteriostatic 

ment of Bacteriology, Temple University activity of this antibiotic for E. coli Is re- 
School of Medicine, Philadelphia 60, Fa. duced in culture broth containing cysteine 
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and sodium thioglycolate. That this inter¬ 
ference by these sulfhj^dryl compounds is 
related to their reducing powers is supported 
by the fact that various inorganic reducing 
agents likewise interfere with the action of 
streptomycin. Stannous chloride, sodium 
bisulfite, sodium hydrosulfite, sodium for¬ 
mate, and sodium thiosulfate definitely 
antagonized the antibacterial action of this 
antibiotic. The concentration required for 


bacteriostasis was frequently increased as 
much as 16- to 64-fold by the presence of 
some of the organic and inorganic reducing 
agents. The possible relationship between 
this phenomenon and the mode of action of 
streptomycin was discussed. 

Clinical Bacteriology and I.miUNOLOGY 
OF Ocular Infection. Charles W^eissj 
Jewish Hospital, Philadelphia, Pa. 


MICHIGAN BRANCH 
Detroit, Michigan, AIarch 29, 1946 


A New Positive Germicidal Treatment 
FOE Sterilising Jute-packed Water 
Mains. Alfred L, S otter^ Research De¬ 
partment, Wyandotte Chemicals Corpora¬ 
tion. 

An experimental product known as poly- 
mine D, containing 5 per cent of quaternary 
ammonium germicide combined in solid 
form with mild alkalies which enhance its 
germicidal power, has proved to be effective 
for sterilizing two jute-packed water mains 
that had proved refractive to chlorine 
sterilization. 

Considerable time and effort w’ere ex¬ 
pended on the shorter main (300 feet) in 
learning to apply the germicidal solution for 
best results—how long to allow the solution 
to contact the pipe and its packing and -what 
strength of solution to use. From the 
knowledge gained on this short main, it was 


possible to sterilize the longer main (3,000 
feet) with one 7-day application of germi¬ 
cidal solution. 

The relatively rapid and sure action of 
this formulation for this particular use can 
be attributed both to its high germicidal 
power and to its detergent and surface-ac¬ 
tive properties, which enable it to wet out 
and penetrate quickly and effectively all of 
the fibers of the packing. 

The Value of Serologic Tests in Trich¬ 
inosis. .4r^/mr Frisch^ Wayne Uni¬ 
versity Medical School, Detroit. 

Streptobacillus moniliformis Infec¬ 
tion Without a Recent History of a 
Rat Bite. Carl E. Duffy and Lucille F. 
Roberts, Wayne University Medical School 
and Receiving Hospital, Detroit. 


NEW YORK CITY BRANCH 
New' York, April 2, 1946 


Factors Affecting the Accuracy of 
Coagulase Tests of Staphylococci. 
George H, Chapman, Clinical Research 
Laboratory, New York. 

Different factors involved in the coagula¬ 
tion of blood by staphylococci are discussed, 
and reasons are presented for the develop¬ 
ment of the following technique, which 
gives positive results in one-half to one 
hour, with' additional advantage that a 
single culture medium is used for isolation, 
coagulase, mannitol fermentation, chromo- 
genesis (with agreement of the three tests 
in 95 per cent of the cultures), and the Stone 
reaction. A standard strain, grown on the 


special medium (see abstract of meeting, 
Dee. 27,1945) is used to determine the clot¬ 
ting time of blood samples. Only those 
clotting rapidly are used in the tests. The 
method for testing unknown cultures is as 
follows: Mix a loopM of the culture, grown 
exactly 42 hours on the special medium, with' 
0.1 ml of bacto brain heart infusion, sl^te 
violently at frequent intervals for q^tly 
15 minutes, and add 0.2 ml of ai^ptable 
tested blood. Incubate the ^^pitture, pre¬ 
ferably in a water bath, at and iMpect 
in exactly one hour, pi©' aS'a control a 
strain that has extremely feeble, clotting 
power. 
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Essential Elements foe Pueplb Bac- 

TEBIA OCCBERING AS IMPURITIES IN CP 

Iron and Manganese. S. H, Eutner, 
Haskins Laboratories, New York, 

Trial op Volatile Compounds as Re¬ 
movable Antiseptics. Clara A. 
Bjerknes and S. H. Eutner, Haskins 
Laboratories, New York. 

To prevent microbial growth in dilute, 
acidified solutions of cp salts of boron, zinc, 
and molybdenum and other compounds, 
inorganic and organic, that commonly con¬ 
tain assortments of trace elements favorable 
to growth, and also to kill cultures of actino- 
mycetes for assay of the antibiotic effect of 
their sterile metabolism fluids, an attempt 
was made to find an effective antiseptic 
removed by autoclaving or by the heat 
involved in pouring agar plates. In addi¬ 
tion to adequate toxicity, the ideal com¬ 
pound should have a specific gravity near 
1-0 for the sake of remaining evenly dis¬ 
tributed in diluted aqueous solutions after 
shaking; should boil beio’w 121 C; should be 
immiscible with water to ensure removal by 
the steam distillation effect; and should be 
chemically stable. 

Sixteen compounds, mostly alkyl halides, 
were tested for volatility, preservation of 
unsterilized broth media, and killing of 
young cultures of an actinomycete, of 10 
other bacteria representing some of the com¬ 
monly occurring contaminants, and of a 
torula. 

Chloroform, ether, and t-butyl chloride, 
though effective antiseptics, were not suffi¬ 
ciently stable. At low concentrations (1 
and 2 per cent), ethyl bromide, tetrachlor- 
ethylene, n-buty! chloride, and carbon tet¬ 
rachloride proved most effective, but were 
not satisfactory in killing actinomycetes. 
From these studies it appeared that a fairly 
satisfactory preservative could be made by 
blending lighter-than-water n-butyl chlo¬ 
ride with much heavier tetrachlorethylene 
or carbon tetrachloride. 

The Cellular Transfer of Tuberculin 
Hypersensitivity, Merrill W. Chase, 
Rockefeller Institute for Medical Re¬ 
search, New York. 


Mutations to Sulfonamide Resistance 
in Staphylococcus. Eugene Oakberg and 
S, E, Lurid, Carnegie Institution, Cold 
Spring Harbor, New York. 

Attempts to detect the presence of sulfon¬ 
amide-resistant organisms in susceptible 
cultures of Staphylococcus aureus (strain 
NRRL313) by plating directly in sodium 
sulfathiazole (NaST) agar were hindered 
by inoculum size effect. It was found tliat 
this effect could be accounted for quantita¬ 
tively by the production of antagonists dur¬ 
ing the early noninhibited phase of bacterial 
growth. By the use of bacteria inhibited 
by previous growth in the presence of NaST, 
it was possible to detect a few organisms 
with permanently increased resistance. 
Their frequency distribution showed the 
type of fluctuations that would have been 
expected if they had originated by mutation 
and were selected by the drug. The muta¬ 
tion rate was estimated at about 10”® per 
bacterium per generation. The resistant 
bacteria in turn give mutants of higher re¬ 
sistance with comparable frequency. By 
successive additive mutations, 1,000-fold 
increases in NaST tolerance can be ob¬ 
tained. It was proved experimentally that 
the same mechanism accounted for the 
origin of highly resistant strains isolated by 
successive transfers in increasing amounts 
of NaST. Some of the resistant bacteria 
show increased production of an antagonist 
that can replace p-aminobenzoic acid as a 
growth factor for Acetohacter suhoxydans, 
but the increased production of antagonist 
does not quantitatively account for the 
increased resistance of these strains. The 
relation between successive mutations and 
the synthesis of the growdh factor is being 
investigated. 

Studies in Streptococcus faecalis Food 
Poisoning. A. G. Osier, L. Buckbinder, 
and G. 1. BteS^n, Bureau of Laboratories, 
New York City Department of Health. 

The Serology of the Colon Group. F. 
Kauffmann, State Serum Institute, 
Copenhagen, Denmark. 
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NOETHWEST BRANCH 

Univeesity of Washington, Seattle, Washington, April S, 1946 


Investigations of the Gram-positive 
Anaerobic Micrococci. Edw. L. Fou^ 
heri, /?*., and H. C. Douglas^ Department 
of Alicrobiology, University of W'ashing- 
ton Scnool of Medicine, Seattle 5, Wash¬ 
ington . 

Seventeen isolates of gram-positive, ana¬ 
erobic, mass-forming, and tetrad-forming 
cocci have been made from the skin and 
blood plasma. All strains are nonpig- 
mented, catalase-positive, coaguiase-nega¬ 
tive, nonhemolytic, and grow only under 
strictly anaerobic conditions. None of the 
isolates can be identified with previously 
described species. 

Four strains which consistently form 
tetrads in all media have been provisionally 
identified as members of the genus Gaffkya, 
None of these strains ferment sugars; two 
of them form visible gas from peptone. 

Thirteen isolates which are mass-formers 
have been provisionally placed in the genus 
Micrococcus, All strains ferment glucose, 
fructose, mannose, sucrose, and glycerol, 
with the formation of acid but no visible 
gas. Gas is not formed from peptones. 
Quantitative experiments on the nature of 
the sugar fermentation by one strain indi¬ 
cate that the principal dissimilation prod¬ 
ucts are ethanol and CO 2 in equimolar 
amounts, formic and acetic acids in equi¬ 
molar amoonts, and small amounts of 
lactic acid. 

The authors would appreciate receiving 
additional strains of anaerobic micrococci 
from other workers. 

The Incidence op Staphylococcal Mas¬ 
titis IN THE Northwest. Ernest C. 
McCulloch^ The State College of Wash¬ 
ington, Pullman, Washington. 

A survey of over S,000 cows in Washing¬ 
ton revealed M per cent to have one or more 
quarters showing some degree of abnor¬ 
mality. Of the incubated milk smears 
examined and quarter samples cultured, 64 
per cent contained staphylococci and 28 per 
cent streptococci, the'remainder being con¬ 
taminants or miscellaneous types of infec¬ 
tion . 


The pathogenicity of staphylococci was 
checked by streaking on 5 per cent bovine 
blood agar, and after 24 hours’ incubation 
at 37 C by streaking the hemol^wic colonies 
in Difco phenol red mannitol agar to which 
w’as added an additional 70 grams of NaCl 
per liter. Staphylococci capable of hemo- 
lyzing bovine blood, growing on 7.5 per cent 
salt agar, and utilizing mannitol have been 
considered as pathogenic. 

The infusion, immediately following milk¬ 
ing, of 25,000 to 50,000 units of penicillin into 
the teat canal of quarters shedding staphy¬ 
lococci w^as follow^ed by a temporary in¬ 
ability to culture staphylococci from the 
milk, but even the infusion of 100,000 units, 
repeated four times after four successive 
milkings, failed in several quarters to pre¬ 
vent the reappearance, after 7 to 14 days, 
of staphylococci in the milk. 

The plate counts of penicillin-treated 
quarters show a tendency to approach 
gradually the levels of staphylococci found 
previous to treatment. 

The Isolation of Ertsipelotheix ehusi- 
OPATHIAE from THE COMMON RaT. 
Charles H. Drake and Elizabeth Hall^ De¬ 
partment of Bacteriology and Public 
Health, State College of Washington, 
Pullman, Washington. 

Observations on Meningococcus Car¬ 
riers. B. B, Henry, Department of 
Alicrobiology, University of Washington 
School of Medicine, Seattle 5, Wash¬ 
ington. 

The Nature of the Cellulose Fermenta¬ 
tion in the Rumen and in Sludge. B , 
E, Hungate, Department of Bacteriology 
and Public Health, State Colege of Wash¬ 
ington, Pullman, Washington. 

The Action of Leuconostoc dextranicum 
and Leuconostoc ciTB0V0RiJM''l>'trBiNG 
THE Ripening Process o#" American 
Cheddar Cheese. (7. Pfmty, 

Department of Bacterfology and Public 
Health, State College of Washington, 
Pullman, Washii|gton., 




EREATUM 


On page 765 of the June, 1946, issue of the Journal of 
Bacteriology^ ninth line from the bottom of the page, the 
number of grams reads ^^9.25/^ It should read ‘‘0.25.” 




ANTIMALARIAL AND ANTIBACTERIAL SUBSTANCES 
SEPARATED FROM HIGHER PLANTS' 

H. J. CARLSON,2. s H, D. BISSELL/ and M. G. MUELLERS 
Klamath Falls^ Oregon 
Received for publication May 22, 1946 

With the advent of penicillin many workers sought similar agents that were 
bacteriostatic or bactericidal in lytvo. Such work has stimulated some investi¬ 
gators to seek like substances in higher plants. Osborn (1943) and Lucas and 
Levis (1944) prepared extracts from a large series of plants and found many to 
contain inhibitorv" substances which were active against microorganisms in vitro. 
The object of the present study was to determine whether crude and refined ex¬ 
tracts prepared from vild and domestic higher plants would inhibit the growth of 
microorganisms such as malaria parasites, nonpathogenic protozoa, bacteria, 
fungi, and \iiiises in vitro and m vivo. 

In an attempt to separate inhibitory substances for malaria parasites^ bacteria, 
and viruses, extracts were prepared from more than 200 vild plants collected in 
the seniiarid region of southeastern Oregon and evaluated. Many of these have 
been found to contain certain substances which have proved to be bacteriostatic 
or bactericidal to microorganisms in vitro. The work was done without previous 
knowledge of work which has been published during the last two years. 

A few of the genera studied are found throughout the world, such as Artemisia 
(sagebrush) and Ranunculus (buttercup). These two plants show a preference 
for the temperate and cooler regions of the northern hemisphere. Boas (1934) 
was the first to observe that extracts from species of Ranunculus retarded the 
growth of microorganisms. Further work by Boas and Steude (1935), Keding 
(1939), Schmidt (1942), Osborn (1943), and Seegal and Holden (1945) has sup¬ 
plied additional evidence that extractions from this family contain bacteriostatic 
and bactericidal properties against microorganisms. The available literature 
failed to reveal additional e^fidence on inhibitory acthity of any of the other 
plants to be reported. 

In vivo tests of each plant extract against malarial and bacterial infection would 
have been time-consuming and expensive without obtaining the desired knowl¬ 
edge. It was therefore decided to screen each plant extract by testing it on the 
seeded agar plate. If a specific plant extract was found to inhibit the test organ¬ 
ism, it was then investigated further by more comprehensive in miro and in vim 
tests. 

The plants to be reported on are buttercup {Ranunculus occidentalism Nutt.), 

1 The opinions and views set forth in this article are those of the authore and are not to be 
considered as refiecting the policies of the Navy Department. 

® Lt. H(S) USNR. 

® Western Reserve University, School of Medicine, Department of Pediatries, Cleveland, 
Ohio. 

^PIiM2c USNR, 
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sagebrush {Artemisia tridentata), mountain pasque {Anemone occidentalis)^ 
dwarf waterleaf {Hydrophyllum capiiaium), and juniper {Juniperus occidentalism 
‘Nutt,)} 

Preparation of extracts. Fresh plants were finely ground with refined silica and 
a mortar and pestle, and then an equal volume of normal saline was added. 
This crude mixture was strained through two layers of gauzie to remove larger 
particles, the filtrate being placed in the cold room until used. These suspensions 
will be referred to as crude saline extracts in the text and will be designated by 
the number CIO following the plant number, such as, buttercup extract P16C10. 

TABLE 1 
Plant preparations 


Buttercup 

P16C10.Saline extract 

P16B69.Volatile oil 

P16B90.Na salt 

Sagebrush 

P13C10.Saline extract 

PlSClOa.Saline extract concentrate 

P13B24.Acetone-insoluble fraction 

P13B31.Acetone-soluble gum 

Dwarf Waterleaf 

P24C10.Saline extract 

P24Cl0a .Saline extract concentrate 

P24Bi.Alcoholic extract 

Mountain Pasque 

P158C10.Saline extract 

P158BL... .Steam distillate 

P158B2.Volatile oil 

Pi58B3...Ether-insoluble fraction of P158B1 

Juniper 

P14C10.Saline extract 

.Alcoholic extract 


Alcohol-insoluble, water-soluble fraction 


Extracts with oxtreme pH levels were adjusted to 7.0. In the preparation of 
the refined extracts the following methods were followed in each case (table 1): 

Buttercup extract P16B89, The extract was an oil obtained from ether ex- 
traction of the sodium-chloride-saturated steam distillate of the plant. The oil 
obtained was diluted 1:10 in absolute alcohol, and this was added to saline to 
obtain a final concentration of 1:400. 

6 We wish to acknowledge our indebtedness to Dr. Helen M. Gilkey, Associate Professor, 
Curator of Herbarium, Department of Botany, Oregon State College, and Dr. Ira L. Wig¬ 
gins, Professor of Biology, Stanford University, for their assistance in the identification 
of the plants. 
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Buiiercup extract P16B90, The same procedure was followed through the 
ether extraction of Pi6B69. The ether extract was xigorously shaken i^dth 
anhydrous Na 2 S 04 .until the ether was dxy. Metallic sodium was added to the 
dry ether. A bro^m precipitate was obtained. This precipitate was washed 
eight times with ethyl alcohol. The resulting substance was water-soluble and 
was designated as P16B90. 

Sagebrush extract P13B^4* The green portions of the plant were chopped and 
placed in diethylene dioxide. This mixture was incubated at 56 C for 3 to 4 da^^s. 
The plant residue wms filtered off, and the pungent dark green solution was con¬ 
centrated in vacuo to a thick aromatic s\Tup. This syrup was boiled TOth 20 
volumes of water for 5 minutes and filtered while hot. The chlorophyll was re¬ 
moved in the form of a resinous gum, which remained on the filter paper. The 
filtrate, tan in color and colloidal in appearance, was concentrated in vacuo again 
to a thick s}Tup or until foaming ceased. This residue was frozen with COt ice, 
removed from the tube, and exposed to air for 12 to 18 hours. The brown gum 
obtained was extracted with acetone. This extraction yielded a yellow precipi¬ 
tate which was washed four times with acetone to remove the last traces of gum. 
This precipitate was water-soluble and designated as P13B24, 

Sagebrush extract PlSBSL The acetone-soluble fraction from the preceding 
extraction w'as evaporated to dryness in vacuo. The residue was a thick, aro¬ 
matic, water-insoluble gum. This extract 'was made by dissobing the gum in 
alcohol and dispersing this solution in water. 

Juniper extract PI 4 BI . The berries of this plant were extracted with alcohol 
for 24 hours, and the berries were removed by filtration. The filtrate was evapo¬ 
rated to dryness. The residue was boiled with water, and the resulting colloidal 
suspension was designated as P14B1. Extract P14B2 was made by boiling the 
berries with water after the alcoholic extraction. 

Waterleaf extract PB 4 BI. The plant was soaked in normal saline solution for 
24 hours at 8 C, filtered, and the residue extracted vith alcohol for 30 days. The 
first 7 days the temperature was maintained at 37 C and thereafter at 8 C. The 
alcoholic extract was filtered and evaporated to dryness; the resulting residue 
was suspended in water and designated as P24B1. The plant concentrate was 
prepared by evaporating the saline suspension in vacuo at 45 C. The solution 
was concentrated to approximately 0.1 volume, and is known as P24C10a. 

Mountain pasgue extract P158B1. This extract was prepared by steam distil¬ 
lation of the plant. Ether extraction of the distillate and evaporation of the 
extract leave an acrid oil, which was designated P158B2, P158B3 was the 
aqueous solution after ether extraction. 

In vitro tests. In the screening test used for each plant extract the Oxford cup 
method was used. One ml of an 18-hour culture of a recently isolated Staphylo¬ 
coccus aureus (hemolytic) was used to seed 1(K) ml of nutrient agar. After the 
shake cultures were added to the petri dishes, the agar surface w,as allowed to dry, 
for 30 minutes. Sterile porcelain cyhndem wnre placed on the surface of the 
seeded agar and filled with plant extracts. ^ The plates were incubated at 37 G 
for 24 hours* Zones of partial 'or complete inhibition of growth of the organisms 



were measured in cm. When comprehensive tests were indicated, the same pro¬ 
cedure was followed using different microorganisms. They included the molds, 
PenicilUum oxalicum, Penicillium notaium., Aspergillus sp., and Mucor sp.; bac¬ 
teria, Corynebacterium diphiheriae, Pseudomonas aeruginosa, Eberthella iyphosa, 
Clostridium sporogenes, and Streptococcus viridans; and soil organisms, Micro- 
monospora (Waksman), Micromonospora sp., and five species of Streptomyces. 

Vapors from the various extracts were tested for their inhibitory activity by 
placing six drops of the extracts in the top of an inverted seeded agar plate pre¬ 
pared as described above. The cultures were incubated at 37 C for 24 hours. 
Zones of inhibition of growth were measured in cm. Activity for greater dis¬ 
tances was obtained by placing a seeded agar plate over the top of a glass cjdinder 
in which extracts were placed at the bottom. To remove any possibility that 
the liquids were being transferred by capillary action, a seeded plate w’^as sus¬ 
pended in a bell jar having a diameter of 12 inches. The jar was incubated, and 
the inhibition zones were measured in 24 hours. 

Dilution series were prepared of several extracts to ascertain their bacteriostatic 
and bactericidal characteristics. Varying amounts (1:1 to 1:2 X 10^) of the 
extracts were added to nutrient broth, which w'as then seeded with the test 
organisms. The tubes were incubated at 37 C for 4 and 24 hours. Samples 
were taken after incubation and streaked on blood agar plates. 

In vitro action of plant extracts against protozoa was determined by placing 
the organisms in the presence of the plant extract. Malaria-parasitized blood 
(Plasmodium gallinaceum) was mixed with extracts 1:1 and incubated at room 
temperature (25 to 29 C) for 6 hours. The blood was so diluted that it contained 
8 X 10® parasitized cells per ml. One million of the treated cells were inoculated 
intravenously in 2-week-old chicks. These chickens were observed for 4 weeks, 
with blood smears being taken every other day. 

Clone cultures of fresh-water protozoa (Paramecium multinucleatum, Teira- 
hymena gelM, and Euglena sp.) were added to 10 tubes, 1 ml each. To the first 
tube 1 ml of the saline extract of buttercup was added, 0.9 ml to the second tube, 
0.8 to the third tube, and so on to the tenth tube to which 0.1 ml of the extract 
was added. The tubes were observed every 10 minutes for 1 hour. 

Toxicity tests. Chickens: Four 2-week-old chicks were given 0.5 and 1 ml of 
the plant extracts by the intraperitoneal, intravenous, or subcutaneous route. 
The birds were observed 10 and 60 minutes and 24 hours after receiving the ex¬ 
tracts. Mouse: Four 4-week-old white Swiss mice were inoculated vnth 0.25, 
0.5, and 1.0 ml intraperitoneally and 0.5 ml subcutaneously of the plant extracts. 
The animals were observed at 10 and 60 minutes and at 24 hours after injection. 

Chronic toxicity reactions were observed in those animals on test during pro¬ 
longed treatment periods. 

In vivo tests. The inhibitory action of the plant extracts on the malaria para¬ 
site was tried in the chicken. Three 2-week-old healthy chicks were injected 
intraperitoneally or subcutaneously with the extracts, 0.5 ml twice daily. The 
extract was started 2 days before infection with the malaria paraate. The in¬ 
fective dose of Plasmodium gdlinaceum was 10® parasitized ceUs. Blood smears 
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were taken every other day after the fourth to fifth day of inoculation. Birds 
succumbing after the ninth day of the disease were also observed for exoerythro- 
cytic forms of the parasite in brain smears. 

White Swiss mice, 4 weeks old, were inoculated intraperitoneally with 0.5 ml 
of a 6-hour broth culture of Diplococms pneumoniae (type 19). One hour after 
inoculation with the test organism the mice were given intraperitoneal injections 
of the plant extracts. Thereafter the extract was given twice daily in pre¬ 
determined doses. Animals dying in the test and control groups were autopsied 

TABLE 2 


Effect of extracts of plants on Staphylococcus aureus by the Oxford cup method 


Plant extracts 

[ Inhibition-diffusion zones in cm (diameter) 

Buttercup 


P16C10. 

3.5-9.0 

P16B69. 

5.0=*'-9.0 

P16B90. 

2.3 

Sagebrush 


P13C10. 

1.8 

P13B24. 

2.0 

P13B31. 

1.3 

Juniper 


P14C10. 

3.2 

P14B1. 

; t 

P14B2. 

t 

Waterleaf 


P34C10. • . 

1.0 

P24B1. 

2.3 

Mountain Pasque ^ 


P168C10... 

3.5* 

P158B3. 

t 

P158B2. 

9.0 


^ Partial inhibition beyond recorded zone of complete inhibition, 
t Inhibition in cup area only. 


and cultures taken. The degree of infection was determined by comparison with 
the untreated control infections. 


RESULTS 

In vitro activity of plant extracU. Table 2 summarkes the results obtained 
using extracts of five plants against Staphylococcus aureus by the Oxford cup 
method. Saline extracts of the five plants were found to inhibit Staphylococcus, 
The extracts P14B1 and P14B2 of juniper and P158B1 of mountain pasque con¬ 
tained no diffusible antibacterial properties when tested in this manner. Butter- 

T>i K^no. of mountain pasque were 
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found to inMbit completely the growth of all organisms in the plate. In later 
experiments this action was found to be due to a vapor. Waterleaf extract 
P24B1 was found to contain substances which were bacteriostatic. Later the 
same substance was found to have good anesthetic qualities in vivo (see Toxicity). 
P13B31 extract of sagebrush was found to have similar characteristics but not 
as pronounced. 

Complete inhibition of all growth of the Siaphylococcm in the seeded agar plates 
by extracts P16C10 and P16B69 of buttercup and P158B2 of mountain pasqiie— 
the Oxford cup method being used—vindicated that there was good diffusion of 
the active principle, or that the inhibitory activity was due to the presence of 
vapor which was soluble. To ascertain the origin of this specific activity of the 
extracts, a small amount of the extracts was placed in the seeded petri plate 
without being in direct contact with the agar surface. These extracts were 
placed in the bottom of the inverted petri plate cover and after incubation at 
37 C for 24 hours were observed to have no visible growth. To test the vapors’ 
activity at greater distances than f inch, seeded Staphylococcus plates were placed 
over the open tops of glass cylinders in which 6 to 10 drops of the extracts had 
been placed in the bottom. After incubation the plates were observed to contain 
no growth of the test organism in the exposed areas. Distances of from | to 
20 inches were used. As a control against capillary action of the liquids used, a 
seeded petri plate was suspenced in a bell jar 12 inches in diameter. A small 
amount of the buttercup extract P16C10 was placed in the bottom. The bell 
jar was incubated at 37 C for 18 hours. No growth occurred, indicating that 
the inhibitory action was due to the vapor. By extraction of the steam distillate 
of both plants, buttercup and mountain pasque, with ethyl ether and evapora¬ 
tion an oil was obtained. The oil exhibited the same properties as the saline 
extract when tested by the vapor method. The oil when placed in direct con¬ 
tact with the seeded agar inhibited the growth of the test organism, Staphylo¬ 
coccus aureus, in 5.0~cm diffusion areas. 

The saline extract P16C10 and the vapor of buttercup were tested against 
PenidlUum and Aspergillus species of molds, Micromonmpora (Waksman), 5 
species of Sireptomyces, Eberthella iyphosa, Escherichia coli, Pseudomonas aerugi¬ 
nosa, Staphylococcus aureus, and Streptococcus viridans. The methods described 
for the screening tests were used. The growth of all organisms was completely 
inhibited by the action of the vapor in the exposed areas. The activity of the 
extract produced inhibition-diffusion zones ranging from 3 to 6 cm on gram¬ 
positive organisms and 9.0 cm or complete inhibition on gram-negative organisms 
and molds. 

The bacteriostatic and bactericidal activity of the P16C10 extract of buttercup 
is summarized in table 3. From the results of the experiments, the inhibitory 
effect of the saline extract appears to be bactericidal for gram-negative organisms 
and bacteriostatic for gram-positive organisms. Dilutions higher than 1:6,400 
of the crude saline extract failed to inhibit the growth of gram-negative organ¬ 
isms. Concentration or purification of the active principle undoubtedly would 
greatly increase the dilution factor. 



1946] 


ANTIMALAKIAL SUBSTANCES FROM HIGHER PLANTS 


161 



B i4 

i ^ 

.« 8 . 

« 

1 1 i I 1 ! i ! i i S I i 

- 

i 1 ! 1 1 1 1 ! i ! 1 ! ! 

BACTERIA 

__ __ — -^-i 

o ^ 

K 

- 

+ 

1 1 1 1 1 + 4- 4- 

i 1 1 i 5 4 .+ + 

4- 

D. pneumoniae 

C4 

4- 

1 1 1 + + 

- 

1 1 1 1 14-4- ij: 

-h 

a 

n 

CO 

<SI 

4 - 

j 1 4. 4. 4- 4- I 4- 

1 1 4-4-^_j.+ 1 

4- ! 

- 

4- 

111114-4- 

4 - 

P. aeruginosa 

IN 

4 . 4 - 4 - 

1111 1 11111 +++ 
■^++ 

i 

++ 

1 1 1 1 1 1 1 1 1 

i 4 4 - 

C. diphtheriae 

js 1 

. +itH4+ 

4-4-i-4-4-+ 4. 


4" 4- 

1 1 1 1 1 + ++++:|; J:]: 

+ + 

a 

1 

s 

CN 

4-4-4- 

+ + + 

- 

-f -h 

1 1 1 1 1 1 1 i 1 1 + + + 

+ + 

1 

»s 

i 

Co 

«N 

'+++Hh4.4I 


4-4- 

S ^ I ,4.4.4. + 4- + + 4- + 

4-4- 

EXTRACT 

DILUTION 

1:1 

1:3 

1:6 

1:9 

1:160 
1:320 
1:680 
1:1,360 
1:2,720 
1:6,440 
1:10,000 
1:20,0(X) 
Organism 
Control 

W . 

i§ 

t-4 (M CO N^^tOCO^-QOa>Or-^CN^CO 

t*H iH tH 


O 

U 

ft 

+ 

+ 

+ 


<s> 

n 

o 

S 

+ 

+ 

+ 


+ 

4- 




+ 



Cfl CO 


Visual and microscopie appearance. 
Growth on blood agar—i mm loop. 
Agar tubes. 




The inhibitory action of the plant extracts against r. gautnaceum waw 
by mixing 1:1 the extract and parasitized blood, previously diluted so that each 
ml contained 8 X 10® parasites. These mixtures were incubated at room tem¬ 
perature for 6 hours. One-quarter ml (10® parasitized cells) of the mixture was 
given intravenously to each chick. Three 2-week-old chicks were used in each 
test. The results of the experiment are presented in table 4. All the substances 
tested in this manner were lethal to the parasite. The control animals succumbed 
to malaria infections after receiving parasites treated in a similar manner with 
saline. The pH of each extract was adjusted to approximately 7. 

Fresh-water protozoa {Paramecium multinucleatum, Teirahymena gelhi^ and 
Euglena sp.) in clone cultures were found to lose their motility when placed in 
varying amounts of the saline extract P16C10 (buttercup). Euglena was found 
to lose its motility in less than 10 minutes in all tubes. Paramecium lost activity 

TABLE 4 


In vitro effect of saline extracts of plants on Plasmodium gallinaceum 



NO. 

HOURS 


BLOOD 

DAYS 

CONTROLS 

1 Exo.: 

! 

TORMS 

PLAKT EXTRACT 

CHICKS 

i 

INCUB. 

DIED 

POS. 

OBSEEV, 

* Blood 
pos. 

Died 

■ Test 

1 

Controls 

Buttercup 

P16C10. 

3 

6 

0 

0 

40 

3 

3 

1 ^ 

0 

PieClOb*. 

3 

6 

0 

0 

40 

3 

3 

0 


Mountain pasque 








1 


P158C10. 

3 

6 

1 

0 

33 

3 

3 

0 

1 

Waterleaf 










P24C10. 

3 

6 

0 

0 

30 

3 

3 

0 

0 

Sagebrush 










P13C10. 

3 

6 

1 

0 

30 

i 

3 

3 

0 

0 


* Infusion. 


in the first tube ■within 10 to 15 minutes, with complete loss of motility in all 
tubes in 30 minutes. Teirahymena appeared motile at the end of 20 minutes in 
the first tube, with no activity observed after 30 minutes. This protozoan re¬ 
mained active and motile in the ninth tube containing 0.2 ml of the extract at 
the end of 40 minutes, but no motility was observed in that tube or the tenth tube 
at the end of 60 minutes. The first tube contained 50 per cent solution of the 
extract and so on to the tenth tube which contained 9 per cent of the extract. 

Toxicity tests. The amounts of crude saline and refeed extracts that chickens 
and mice are able to tolerate are summarized in table 5. Observations were made 
at 10 and 60 rdnutes and at 24 hours. No attempts were made to determine the 
cumulative effects of the extracts as this could be observed in the in vivo experi¬ 
ments. The acute toxic symptoms helped to determine the levels which could 
be used in the in vivo tests. 
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The extracts, saline concentrate P24C10a and P24B1 of the waterleaf plant, 
and P13B31 extract of sagebrush were found to anesthetize animals receiving 
them. Waterleaf extract P24B1 produced (0.5 ml, i.p.) complete anesthesia for 
4 to 5 hours when injected into mice. This same extract when given intra- 

TABLE 5 


Toxicity of extracts of plants in chickens and mice 


PLANT EXTSACTS 

CHICKENS 

MICK 

EEMARKS 

Intraper- 

itoneal 

Subcu¬ 
taneous ! 

Intra¬ 

venous 

Intraper- 

itoneal 

Subcu¬ 

taneous 

0.5 ml 

|L0ml 

0,5 ml 

1.0 ml 

0.5 ml 

1.0 ml 

0.25 

0.5 ml 

1.0ml 

0.5 ml 

Buttercup 












P16C10. 

1 A 

A 

A 

A 



A 

A 

A 

A 


P16B69. 



A 

A 








P16B90. 



A 

A 



A 

A 

A 

A 


Sag:ebrush 











i 

P13C10. 



A i 

A 



A 

A 

A 

A 

1 

P13B31—1%. 

A 

D 

A ; 

B 

A 

B 

A 

A i 

B 

B 

Coma 0.6 i.p. 

P13D24—1%. 

D 

D 

A I 

B 



A 

A 

B 

A 


PlSClOa. 

1 

1 


A I 




B 

A 

A 

A 

0.25 i.p. Trauma 

P13B31 1:400. 



A 

A 



A 

A 

A 

A 

0.5-1.0 i.p. Stagger 

Waterleaf 












P24Cl0a. 

D 

B 

A 1 

B 



A 

B 

B 

A 

Partial paralysis 





1 







before death i.p. 

B24B1. 





A 

A 

A 

A 

A 1 

A 

Coma 0.5-1.0 i.p. 

Mountain pasque 












P158C10. 

A 

D 

A 

A 



A 

B 

B 

A 

Subcutaneous 












blisters, chicks 

PlSSBla. 







B 

B : 

B 

A 


P158Blb. 







B 

A 

A 

A 

0.26 Trauma 

P158B3. 



A 

A 



A 

A 

A 

A 

Subcutaneous 












blister 

Juniper 












P14C10. 

A 

B 

A 1 

A 



B 

A 1 

A 

A ; 

0.25 Trauma 

P14B1. 







A 

A ' 

A 

A 


P14B2. 







A 

A 

A 

A 


Pl4C10fa. 



A 




A 

A 

A 

A 



A, alive after 24 hours. 
D, died. 


venously (0.5 ml) to chicks produced anesthesia and appeared to produce no toxic 
symptoms, P13B31 extract of sagebrush in a 1 per cent solution was toxic for 
mice if given intraperitoneally in 1-ml amounts. The animal went into a deep 
coma within a minute after injection and died within 7 minutes. The mice re- 
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miiiutes. This stage lasted 5 to 10 minutes, at which time the animals began to 
revive. Further pharmacological and physiological studies are being undertaken 
on these two substances. 

In vivo tests, A reduction in the total blood parasite counts of the treated 
groups as compared to the untreated control chickens was observed in the screen 
tests using the crude saline extracts. The original purpose of this study was to 
investigate substances separated from plants which were active against the 
blood stages. Therefore, if the infected chickens showed a definite and dramatic 



GBA,rH 1. Pbecbntaoe of Chickens Dying- with Exobeythrocytic Forms aftbe 
lEEATMENT WITH SaGEBBUSH ExtBACT PlSClO AND WaTEELEAF ExTEACTr P24C10 

S, sagebrush; C, controls; W, waterleaf. * —Quinine-treated controls. 


decrease in blood parasites and longer survival time during treatment, the plant 
extract was considered to have potential possibilities even though the chicken 
later died of exoerythrocytic forms of the disease. 

Sagebrush extracts P13C10 and PlSClOa and waterleaf extracts P24C10 and 
P24C10a were tried using larger groups of chickens. In this experiment a total 
of 87 diickens were used. In experiment I (graph 1) using saline extracts of the 
two plants, 10 out of 12 chickens treated with sagebrush and 11 out of 12 chickens 
of the waterleaf-treated group died, with exoerythrocytic forms observed in 
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brain smears. Only 1 of the 6 chickens used in the control group was found to 
contain exoerythrocytic forms. These forms were observed as early as the tenth 
day of infection, with several birds of those specific test groups remaining com¬ 
pletely free of the blood phase as determined by blood smears. The average day 
of death for chickens showing the presence of exoerythrocytic forms was 11.9 
for those receiving sagebrush P13C10 and 11.7 with those receiving waterleaf 
P24C10. The one chicken in the control group succumbing to this form of the 
disease died on the sixteenth day. 

Experiment I indicated that sagebrush P13C10 and waterleaf P24C10 ex¬ 
tracts contained substances which were antimalarial in character in that less than 
10 per cent of the waterleaf-treated and 20 per cent of the sagebrush-treated 
chickens died of the blood phase of malaria. The exoerythrocytic phase of the 
disease also appeared to be affected by the action of these two plant extracts. 
The presence of these forms was observed as early as the tenth day after inocula¬ 
tion, whereas the only chicken succumbing to the exoerythrocytic form in the 
control group died on the sixteenth day. With these findings in mind, a second 
experiment was done. To insure against the possibility of inoculating exoery¬ 
throcytic forms, donors with very early infections were used. The control group 
of chickens were to be treated with quinine HCl to ascertain if the plant extracts 
were enhancing the development of the exoerythroc 3 rtic forms of this infection. 
In experiment II, 9 of the 12 quinine-treated control group were observed with 
exoerythrocytic forms. All the birds succumbing to this form of the disease died 
between the seventeenth and nineteenth day of infection. Two chickens in the 
sagebrush group died on the eleventh day, and 5 on the sixteenth to the nine¬ 
teenth day, with exoerythrocytic forms being observed in all brain smears. Six 
of the 12 chickens treated with waterleaf extract died, showing the presence of 
exoerythrocytic forms. The earliest death of this group with these forms did 
not occur until the nineteenth day. 

Saline extract concentrates of the two plants, waterleaf P24C10a and sage¬ 
brush PlSClOa, were used in experiment III (graph 1). ■ With sagebrush, 4 out of 
9 chickens died with exoerythrocytic forms, and those treated wdth waterleaf 
showed these forms in 5 of the 9 chickens. No exoerythrocytic forms were ob¬ 
served in the control group. 

The survival time of the chickens treated with sagebrush extract in this group 
was found to be between 18 to 24 days, with one chicken remaining alive after 
becoming blood-parasite-negative; with waterleaf extract it was found to be be¬ 
tween 13 to 24 days, the majority dying after the eighteenth day of infection; 
whereas in the control group all chickens had succumbed to blood infections 
between 8 to 11 days. 

Further evidence of the antimalarial effect of sagebrush P13C10 and waterleaf 
P24C10 w^as shown by the fact that the parasite counts remained negative or less 
than 1 per cent throughout the infection, with death being dne to exoerythrocytic 
forms. The blood smears were positive in the control chickens 4 to 5 days before 
they were positive in the test groups. The antimalarial effect was also observed 
in chickens with 50 to 70 per cent parasitemia. In these, continued treatment 
reduced the parasite count. 
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Extract P13B24 of sagebrush when tested as an antimalarial agent appeared 
to be active against the blood phase by reducing the parasite count in the screen 
test group, whereas extract P13B31 had no effect on the course of the infection in 
chickens. The latter extract, when given intraperitoneally, did cause the chick¬ 
ens to become stuporous. The antimalarial activity of P13B24 was further tested 
on a larger series of infected chickens. Three groups of 16 each were used. The 
first group received the drug 2 days before infection, the second group was treated 
as the chickens became positive, and the third group was the untreated group 
used as a control. In the pretreated group (I), 2 chickens died before becoming 
blood-positive and 4 died showing the presence of exoerythrocytic forms. The 
parasite counts of 5 chickens in this group remained less than 1 per cent or were 
reduced, 4 of these dying with exoerytlirocytic forms. In group II, treated as 
they became positive, the results were very similar to those found in the chickens 
of the control group with the exception that 1 chicken died on the fourteenth day 
showing the presence of exoerythrocytic forms. All chickens in the control 
group had succumbed to the blood phase of the disease by the thirteenth day of 
infection. 

Saline extract P14C10 of jumper, P158C10 of mountain pasque, and P16C10 
of buttercup used as therapeutic agents against P. gallinaceum were found to 
contain no antimalarial activity when tested on larger groups of chickens. Re¬ 
fined extracts P158B1 and P158B3 of mountain pasque and P16B69 and P16B90 
of buttercup were also found to have no apparent effect on chicken malaria. 

BacteriaL The antibacterial effect in vivo of the saline and refined extracts 
was tested against Diplococcus pneumoniae. White Swiss mice were inoculated 
intraperitoneally with a 6-hour broth culture of type 19 pneumococcus. One 
hour after inoculation mice were injected with 0.5 ml of the extracts intraperi¬ 
toneally and twice daily thereafter. Those animals alive after 24 hours were 
given further treatment. Five mice were used in the screening tests. 

Of all the extracts tried (table 1) only one showed any action against the pneu¬ 
mococcus infection. The P158B3 extract of mountain pasque protected all mice 
at the end of 24 hours. All control animals were dead in the same period of time. 
Two mice of this screening group died in 48 hours with the other 3 remaining alive. 
Type 19 pneumococcus was isolated from the 2 mice dying in the treated group 
and from the control animals. To ascertain the in vivo activity of this drug in a 
larger group of animals, 50 mice were infected with type 19 pneumococcus from 
a 12-hour culture. The mice were divided into two groups of 25 mice each. One 
group was treated 1 hour after inoculation and twice daily thereafter. The second 
group was used for control and received no treatment. Six hours after inocula¬ 
tion all mice in the control group had succumbed to the pneumococcus infection. 
In the treated group aU mice were alive at 6 hours, with 5 deaths occurring at the 
end of 8 hours. The remainder of the animals remained alive. 

DISCUSSION 

The foregoing experiments show that plants have distinct inhibitory substances 



{Ranunculus ocddentalzs) ana mounmui piiwquc _ _ 

tested for inMbitory substances by tbe petri plate method appeared to have very 
good diffusion. In some tests it was observed to have diffused throughout the 
seeded agar causing complete inhibition of growth of all organisms inoculated into 
the medium. Seegal and Holden (1945) have reported similar findings with 
buttercup, demonstrating definite inhibitory activity on a large series of micro¬ 
organisms, As these plants, buttercup and mountain pasque, appeared far 
superior to any others tested, it was felt that they should be examined for a vapor 
which might prove to be soluble and have inhibitory characteristics. Such 
vapors were found. Fresh plants were always used in preparing all extracts. 
Buttercup and mountain pasque are closely related species in that they are of 
the same family, Ranunculaceae. 

The P13C10 and P13B24 extracts of sagebrush and the P24C10 extract of 
waterleaf protected 50 per cent or more chickens during the blood phase of P. 
gallinaceum malaria. No apparent effect was observed on the exoer 3 rthTocytic 
forms. It was noted that the crude saline extracts (P13C10 and P24C10) pro¬ 
tected larger numbers of infected chickens than the refined extracts of the plants. 

The anesthetic activity of P13B31 extract of sagebrush and the P24B1 and 
P24C10a extracts of waterleaf was encountered when these extracts were being 
tested for toxicity. A more detailed report will foUow at a later date on the 
pharmacological and toxicological aspects of these drugs. 

It was felt by the authors that the plants which were observed to show activity 
against the blood phase of the malaria parasite would most likely be active against 
bacterial infections. Our results did not bear out this hypothesis. The P158B3 
extract of mountain pasque was the only plant extract which protected animals 
against bacterial infections. 

No attempt has been made at this writing to ascertain the specific chemical 
activity of any of these extracts. 


SUMMAEY 

The saline extracts of five plants (buttercup, sagebrush, dwarf waterleaf, 
mountain pasque, and juniper) out of more than 200 tested were found to have 
antibacterial and antimalarial activity by in vitro methods. 

One plant, buttercup, was found to inhibit the growth of many gram-negative 
and gram-positive bacteria, fungi, soil organisms, and nonpathogenic protozoa 
by in vitro methods. 

Mountain pasque and buttercup were found to contain vapors which were 
bacteriostatic and bactericidal. Volatile oils separated from the same plants 
were found to exhibit similar activities. 

An extract of mountain pasque was found to protect mice heavily infected with 
the pneumococcus. 

Two plants, sagebrush and dwarf waterleaf, contained substances that pro¬ 
tected chickens during the blood phase of malaria. 

An incidental observation revealed that the same two plants possessed anes¬ 
thetic properties in chickens and mice. 
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Years ago Ricketts and Kirk (1906), Marie (1914), Bronfenbrenner (1924), 
Coleman (1924), Wagner, Meyer, and Dozier (1925), Jensen (1926), and Zuger, 
Hollander, and Friedemann (1939) reported that botulinus and tetanus toxins 
are potentiated by a number of substances. Among these, nutrient broth and 
blood serum are of particular interest, the former because it is a constituent of all 
impurified tetanus toxins, the latter because some problems require the quanti¬ 
tative determination of tetanus toxin in blood. In the course of experiments 
with tetanus toxin it occurred to us that neglect of this potentiation effect might 
cause serious errors in the evaluation of the potency of tetanus toxin. It was 
felt, therefore, that concerning this phenomenon more information was needed 
than is available from the scanty data in the literature. 

In the j&rst place, this added information pertains to the quantitative aspects 
of the potentiation effect. The majority of the above-mentioned papers contain 
no data concerning the extent to which tetanus toxin is potentiated by undiluted 
broth or serum. What is more important, it is unknown how far these substances 
can be diluted and still give a marked potentiating effect. On the basis of the 
available information it is impossible, therefore, to predict whether the titration 
of tetanus toxins will be affected by the broth content of the limiting dilutions. 

Experiments with a large number of tetanus toxins led to the unexpected ob¬ 
servation that some toxins are very strongly potentiated by broth and serum but 
that other toxins are not potentiated at aU. It was further observed that the 
potentiation phenomenon is very marked in some animal species but that it is 
absent in others. 

A great deal of work was devoted to attempts at elucidating the mechanism of 
the potentiation phenomenon. Although, thus far, the results of these experi¬ 
ments were unsatisfactory, we are at least in position to decide the question 
whether broth and serum actually potentiate the toxin or whether, as has been 
claimed by some authors, they serve merely as buffers which prevent the de¬ 
terioration of the toxin in saline. On the basis of our experimental data the 
titration of tetanus toxin xmder various conditions will be discussed. 

METHODS AND MATEIUAE 

Toxins 1175 H, 641 B, 1346, and 1375 were placed at our disposal through the 
courtesy of the Lederle Laboratories, Inc. We are indebted for toxin 103 to the 
Laboratories of the New York City Health Department. Toxins G, 8, 3, 2, 22, 
H, 4,7,5,15,6, A, B, C, J, K, D, E, F, and L were prepared in our laboratory. 

With few exceptions, all dilutions of toxin were made either in broth, serum, 

^ Aided by a grant from the American Medical Association. 
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or salme. A separate pipette was used for each dilution. In experiments with 
toxin 1175 H we observed a very marked pipette error. In experiments with 
other toxinSj howeverj it did not make any difference whether or not the pipettes 
were changed. 


EXPEKIMENTAL 

Quantitative aspects of the potentiation phenomenon, Experknents with tetanus 
toxin 1556 in mice may serve as an illustration of the potentiating effect. Guinea 
pig serumj broth, and some constituents of broth were examined. As may be 
seen from table 1, guinea pig serum has the strongest potentiating effect (64 
times); then follows broth (32 times). Difco peptone potentiates as strongly as 

TABLE 1 

Potentiation of tetanus toxin 1556 by guinea pig serum^ nutrient hroih^ broth tDiihout peptone^ 

Difco peptone, and Witte peptone 

0ne4enth ml of the toxin dilutions was injected into the thigh muscles of white mice 

weighing 20 g 


DELUUONS 03P 
XOXIK 1556 

SAUKE 

GirasA no 

SETmU 

SAVIXA BKOTH 
WITH 1% DITCO 
PEPTONE 

SAVITA BHOTH 
WITHOUT 
PEPTONE 

BUCO PEPTONE 
1% 

WITTE PEPTONE 

t% 

1:2,000 

3 

3 

..... 

3 i 

1 

2 

1:4,000 

0 

3 

2 

3 

2 

2 

1:8,000 

0 

3 

2 ! 

3 

2 

2 

1:16,000 

0 

3 

3 

3 

2 ’ 

3 

1:32,000 

i 

3 

4 

3 

5 

L.T. 2 

1:64,000 

—. j 

3 

4 

L.T. 1 

5 

L.T. 2 

1:128,000 


3 

L.T. 2 

L.T. 3 

L.T. 1 

L.T. 2 

1:256,000 

.... ' 

G.T.4 

L.T. 2 

L.T. 3 

L.T. 2 

L.T. 2 

1:512,000 

— 

— 

0 

— 

— 

— 


Numerals indicate day of death. 

G.T. === General tetanus, numerals indicating day of onset. 

L.T. «= Local tetanus, numerals indicating day of onset. 

0 « No symptoms. 

— — Not done. 

broth, whereas Witte peptone has a Tveaker effect, but the potentiating effect is 
not exclusively due to the peptone content. Savita broth without peptone also 
potentiate markedly. Whether this effect is due to a single substance or to a 
variety of substances is still undecided. 

The following experiments were likewise conducted with toxin 1556, but the 
broth was examined undiluted and in the dilutions 1:10, 1:100, and 1:1,000. 
As may be seen from table 2, the potentiating effect of a broth dilution of 1:10 is 
Just as strong as the effect of undiluted broth. A dilution of 1:100 diminishes 
the effect by only one-half. But even in a dilution of 1:1,000 broth still has a 
marked potentiating effect. The significance of these results for the titration 
of tetanus toxins will be discussed below. 

Differences in the poUntiaMlity of tetanus toxins. Differences in the potentia- 






1946] POTENTIATION OP TETANUS TOXIN BY BROTH ANB SERUM 171 

bility of tetanus toxins were uncovered by the following experiment: We tried to 
examine the absorption of tetanus toxin from the intraventricular fluid into the 
general circulation. Twenty lethal doses of toxins 1175 H and 103 were injected 
intracerebrally in guinea pigs weighing 250 g, and after various intervals samples 

TABLE 2 

Potentiation of tetanus toxin by various dilutions of broth 
One-tenth mi of the toxin dilutions was injected into the thigh muscles of white mice 

weighing 20 g 


DILUTIONS or 

TOXIN 1556 

SALINE 

BMTH UNDILUTED 

BEOTH 1:10 

BEOXH 1:100 

BEOTH 1:1,000 

1:500 

2 

— 

— 

— 

— 

1:1,000 

7 

— 

— 

— 

— 

1:2,000 

L.T. 3 

— 

— 


6 

1:4,000 

0 

__ 


1 

6 

1:8,000 


— 

1 

2 

L.T. 1 

1:16,000 

_ 

5 

2 

4 

L.T. 1 

1:32,000 

— 

5 

4 

L.T. 1 

— 

1:64,000 i 

— ! 

L.T. 3 

L.T. 1 

L.T. 1 

— 

1:128,000 

— 

L.T. 3 

L.T. 1 

L.T. 1 

— 


Numerals indicate day of death. 

G.T. « General tetanus, numerals indicating day of onset. 
L.T. =* Local tetanus, numerals indicating day of onset- 
0 * No symptoms. 

— “ Not done. 


TABLE 3 

Difference in potentiahiliiy of various tetanus toxins by guinea pig serum 
One-tenth ml of the toxin dilutions was injected intramuscularly in white mice weighing 20 g 


TOXDT DILUTIONS 

TOXIN 103 

TOXm DILUTIONS 

TOXIN 1175 H 

Saline 

Serum 

Saline 

Serum 

1:500 

5 

— 


4 

2 

1:1,000 

6 

5 


L.T. 2 

3 

1:2,000 

8 

5 



4 

1:4,000 

0 

0 


0 

4 

1:8,000 

0 

0 


0 

0 

1:16,000 

0 

0 


0 

L.T. 2 

1:32,000 

0 

0 

1:102,400 

— 

L.T. 2 


Numerals indicate day of death, 

L.T. = Local tetanus, numerals indicating day of onset. 
0 No symptoms. 

— = Not done. 


of blood were taken and titrated for the presence of tetanus toxins in white mice 
weighing 20 g. The total amount of toxin 103 recovered from the Mood was 
Pi 1 i 0 -htlv less than the amount injected. In the experiment with toxin 1175 H, 
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been injected. Obviously this result could only be due to the potentiation of 
the toxin by the serum of the animal. We, therefore, carried out potentiation 
experiments mth the two toxins. 

TABLE 4 


Poieniiation of SI tetanus toxins hy guinea 'pig serum or hroih 



One-tenth ml of each diliitioa of toxin was injected intrarauscularly in white mice 
weighing ^ g. For each toxin the first row gives the lethal dose in saline. The second 
row gives the lethal dose in broth or serum. The lethal doses of toxins 8, X08, and 1346 
were determined at various intervals after their preparation. 

As may be seen from table 3, toxin 1175 H is strongly potentiated but toxin 103 
is not potentiated at all. In the course of 2 years we repeated this experiment 
several times. Invariably toxin 103 was not potentiated either by broth or by 
serum. 

In table 4 are recorded the results of potentiation experiments with a consider¬ 
able number of tetanus toxins. It will be seen that there were 3 toxins (103j G, 
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and 22) wMch were not potentiated at all and others, like toxins 8, 1375,15, and 
1346, which were only very slightly potentiated. Most of the toxins, however, 
were strongly potentiated. 

The question presented itself whether these results are indicative of qualitative 
differences between the individual toxins or whether they are simply related to 
the strength of the toxins. It must be kept in mind that the lethal doses of weak 
toxins contain a considerable amount of broth, whereas very little broth is present 
in the lethal doses of strong toxins. Weak toxins, therefore, may fail to be 
potentiated because they are already more or less potentiated by the broth con¬ 
tents of their lethal doses. The results recorded in table 3 lend no support to this 
explanation. Toxin 103 was in the beginning one of the strongest toxins at our 
disposal. Moreover, toxins 1375, 22, H, 4, and 7 aU had lethal doses of 01 ml of 
a 1:400 dilution. The potentiation effect, how-ever, varied from 1:1 for toxin 22 
to 64:1 for toxin 7. The differences in potentiability, therefore, indicate 


TABLE 5 

Potentiation of toxin 1SS6 by broth in rabbits weighing 2,500 g 


TOXIN 1556 

DILUTIONS OT TOXIN MADE 

IN SALINE 

DILUTIONS OE TOXIN MADE 

IN BBOTH 

O.i ml undiluted 

1, 4 

4 

“ 1:2.5 

8, 9 

4 

“ 1:5 

10, 16 

2 

“ “ 1:10 

8, L.T. 3 

5 

“ 1:20 

L.T. 3, — 

G.T. 5 

1:40 

—— 

0 


Numerals indicate day of death. 

G.T. — General tetanus, numerals indicating day of onset. 

L.T. = Local tetanus, numerals indicating day of onset. 

0 “ No symptoms. 

— — Not done. 

qualitative differences between the individual toxins. It may be remembered 
that other qualitative differences between tetanus toxins have been described in 
previous communications. Tetanus toxins vrere found to differ in the ratios of 
the lethal doses for the rabbit and the guinea pig (Friedemann, Zuger, and Hol¬ 
lander, 1939; Smith, 1943; Friedemann and Hollander, 1943) and in their avidi¬ 
ties for nerve tissue (Friedemann and Hollander, 1943; Friedemann, Hollander, 
and Traub, 1946). It is unknown at the present time whether these various 
manifestations of qualitative differences are interrelated or independent of each 
other. 

The potentiation effect in different animal species. The experiments reported in 
the preceding sections were conducted on mice. The results are approximately 
the same in guinea pigs. It will be seen from table 5 that the potentiation of 
toxin 1556, which was very strong in mice and guinea pigs, is negligible in rabbits. 
We further observed no appreciable potentiation in cats. It is questionable, 
however, whether this result indicates fundamental differences between animal 
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species. Both the rabbit and the cat are relatively resistant to tetanus toxin. 
The question^ therefore, arises whether or not the broth content of the lethal 
dose is sufficient to produce maximal potentiation. This question will be an¬ 
swered only when media are available which contain no potentiating substances 
or when it is possible to conduct these experiments with purified toxins. 

Some investigatiom on the mechanism of the 'potentiation effect. It may be 
questioned whether the term ^^potentiation effect’^ properly describes the obser¬ 
vations reported in the preceding sections. According to Bronfenbreimer (1924), 
broth and semm act as buffers that prevent the spontaneous deterioration of 
botulinus toxin in saline. Halter (1936) and Neter (1942) have advanced the 
same explanation for the effect of broth and peptones on tetanus toxin. Accord¬ 
ing to these authors, therefore, titrations of botulinus and tetanus toxins in broth, 
peptone, or serum wmuld give correct results, but titrations in saline would be at 

TABLE 6 


Influence on toxicity of the time interval between preparation of dilutions of toxin and their 

injection 


TOXM DILUTIONS 

A 

B 

1:500 

1 

1 

1:1,(KX) 

1 

2 

1:2,000 

2 

3 

1:4,000 

L.T. 4 

4 


In the experimeat recorded in column A the dilutions of toxin 1556 were injected im¬ 
mediately after their preparation. In the experiments recorded in column B the dilutions 
were kept at room temperature for 40 minutes before injection. All dilutions were made 
in saline, and 0.1 mi of each dilution was injected intramuscularly in white mice weigh¬ 
ing 20 g. 

Numerals indicate day of death. 

L.T, = Local tetanus, numerals indicating day of onset. 

fault. If this explanation be accepted, it is obviously unjustifiable to use the 
term ^^potentiation’^ in connection with our observations. 

In the following experiments evidence will be presented to the effect that our 
observations can be explained only by a real potentiation. In the first place, 
the dilutions of tetanus toxin in saline were injected immediately after their 
preparation. It is* highly improbable that in the few minutes, at most, elapsing 
between the preparation of the dilutions and their injection enough toxin would 
be deetroyed^ to explain our results. Furthermore, if the toxin deteriorated 
rapidly in saline, it would be inexplicable that, in the rabbit, dilutions of toxin 
in saline and broth have the same potency. The experiment recorded in table 6 
shows that even if the dilutions of toxin are kept at room temperature for 40 
minutes no loss of toxicity is observed. 

To exclude the yeiy unlikely possibility that the toxin mi^t be destroyed 
immediately upon its dilution in saline, toxin 1175 H was first diluted in saline 



trol, dilutions of the toxin were made in saline and in seram from the outset. As^ 
may be seen from table 7, the titer is almost exactly the same irrespective of 
whether the toxin is diluted in broth from the outset or whether it is first diluted- 
in saline 1: lOj 1:100, or 1:1,000 and then broth added. This experiment shows 
conclusively that no toxin is destroyed immediately upon dilution in saline. 

The same conclusion follows from neutralization experiments with antitoxin. 
E H of the toxin were destroyed in saline, there should be a considerable dif¬ 
ference in the antitoxin requirements for toxin diluted in saline or broth. We 
have shown in a previous communication (Zuger, Hollander, and Friedemann, 
1939), and have confirmed the result time and again, that neither broth nor serum 
has any influence on the neutralization of tetanus toxin by antitoxin. There is, 

TABLE 7 


Potentiation of tetanm toxin by guinea pig serum after preliminary dilutions in saline 


TOXIN DILimONS 

A 

B 

c 

D 

E 

1:2,000 

2 

— 

1 

1 

2 

1:4,000 

3 

— 

2 

2 

2 

1:8,000 

L.T. 3 

— 

2 

2 

2 

1:16,000 

0 

2 

2 

2 

3 

1:32,000 

__ 

! 4 

3 

3 

5 

1:64,000 

— 

7 

4 

1 6 

5 

1:128,000 


8 

6 

6 

5 

1:256,000 


L.T. 2 

L.T. 2 

6 

L.T. 2 

1:512,000 

— 

L.T. 3 

L.T. 3 

0 

L.T. 3 

1:1,024,000 

— 

0 

0 

0 

0 


In column A all dilutions of toxin 1175 H were made in saline. In column B ail dilutions 
were made in guinea pig serum. In colunms C, D, and E preliminary dilutions of 1:10, 
1:100, and 1:1,000, respectively, were made in saline, and all further dilutions were made 
in guinea pig serum. 

One-tenth ml of each dilution was injected intramuscularly in white mice weighing 20 g. 

Numerals indicate day of death. 

L.T, = Local tetanus, numerals indicating day of onset. 

0 == No ssmaptoms. 

— “ Not done. 

therefore, abundant evidence that the effect of broth and serum on tetanus toxin 
is a real potentiation phenomenon. 

We have conducted a large number of experiments in an attempt to elucidate 
the mechanism of this potentiation phenomenon. Since botulinus and tetanus 
toxins are potentiated but diphtheria toxin is not (Zuger, Hollander, and Fnede- 
man, 1939), it was felt that this phenomenon might have something to do with 
the neurotropic character of the toxins. We thought of the possibility that 
potentiating substances might promote the entry of the toxins into the nerve 
endings. Our experiments in that direction, however, were inconclusive. We 
further investigated the influence of potentiating substances on neurotropic 
viruses. The potency of intramuscularly injected rabies virus in mice, however, 
was not enhanced by any of the potentiating substances. At the present time we 
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are not in position to offer a satisfactory explanation of the potentiation 
phenomenon. 


SUIVIIVIARY AND DISCUSSION 

In the preceding sections evidence of the potentiation of tetanus toxin by 
broth and serum has been presented. The most important results may be sum¬ 
marised as follows: 

(1) Broth, even in a dilution of 1:1,000, has a marked potentiation effect on 
some tetanus toxins. 

(2) Some tetanus toxins are strongly potentiated by broth and serum, but 
other toxins are not potentiated at all. The potentiation phenomenon, therefore, 
reveals qualitative differences between tetanus toxins. 

(3) The potentiation phenomenon is marked in mice and guinea pigs, but 
absent in cats and rabbits. 

(4) Broth and serum do not act as buffers which prevent a deterioration of the 
toxin in saline. The effect of broth and serum on tetanus toxin is a real potentia¬ 
tion phenomenon. 

Since it is a widely accepted opinion that tetanus toxin deteriorates rapidly in 
saline, it has been recommended that broth or peptone be added to the dilutions 
of toxin in order to prevent the latter’s destruction. Our experiments show that 
this procedure introduces a serious source of error. The addition of broth or 
peptone enhances very considerably the potency of some tetanus toxins, but it 
leaves the potency of others unaffected. TMs method, therefore, gives not only 
too high values for potentiable toxins but may lead to an enthely erroneous 
estimation of the relative potencies of toxins. 

Our experiments further stress the necessity of distinguishing between toxins 
and toxic filtrates. The latter contain substances w^hich have a very marked 
effect on the potency of the toxins. We have seen that broth ‘.u en in a dilution of 
1:1,000 still has a marked potentiating effect. A correct and reliable determina¬ 
tion of the potency of toxins, therefore, will be possible only under one of the 
foUovdng conditions: (1) that toxins are produced in media which contain no 
potentiating substances; (2) that the titrations are made with purified toxins; or 
(3) that only highly potent toxins are used for which the effect of the broth con¬ 
tent on the titer is negligible. Of these procedures only the last one is practicable. 
Actually, the National Institute of Health, although for other reasons, prescribes 
that, for the production of toxoids, only toxins containing at least 10,000 minimal 
lethal doses per ml should be used. In research work, however, weaker toxins 
will sometimes be used, and it will be necessary to have in mind the fallacies 
which the use of such toxins may involve. 

Another pertinent subject is the titration of tetanus toxin in blood. Ramon 
and Descombey (1931) studied the absorption of tetanus toxin from the intra¬ 
ventricular fluid into the blood. Abel, Evans, and Hampil (1936) investigated 
in a similar way the absorption of the toxin from muscle. A number of investi¬ 
gators (Knorr, 1898; Marie, 1897; Blumenthal, 1898) injected tetanus toxin 
intravenously and followed up its persistence in the blood. 
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The experiment reported in table 3 (also see text) shows that the results are 
very markedly determined by the potentiability of the toxins used in these ex¬ 
periments. The apparent titers in the blood may be from 16 to 64 times too 
high in experiments with potentiable toxins. 

We wish to thank Miss Dorett Langstadt for valuable technical assistance. 
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A recent report on the morphology of Bacterium iularense by Hesselbrock and 
Foshay (1945) suggested that a study made mth the aid of the electron micro¬ 
scope would be of great value in the interpretation of the multiple morphological 
features of this organism. The great resolving power of the electron microscope 
would permit precise observation of the cell waE and would aid in the examination 
of forms the size and shape of which are not discernible by ordinary microscopic 
techniques. 

The extremely high mortality and complete fragmentation of Bacterium 
ularense produced by sonic vibration (Coriell et al., 1946) and the high mortality 
feicurred by it during the lyophilization process (Penfield and Snyder, 1946) 
isuggested that this organism might possess some unusual morphological features 
responsible for its marked susceptibility to these procedures. 

METHODS 

For the present investigation, three varieties of liquid media, (1) peptone broth 
(Snyder et ah, 1946), (2) gelatin hydrolyzate (Tamura and Gibby, 1943), (3) 
soybean hydrolyzate (Foshay, 1944), and a solid medium, glucose cysteine blood 
agar, were used for the cultivation of the organism. The incubation period was 
varied to obtain cultures with a variety of morphological forms. 

Since Hesselbrock and Foshay (1945) could not differentiate between 43 viru¬ 
lent and avirulent strains on the basis of morphology, only two strains were used 
in the present study. They are designated as ^^Schu’^ and “Memp,^’ and were 
obtained from Dr. Foshay. Both were fuHy virulent for laboratory animals and 
represent ‘^typical” strains. 

Various procedures were followed in preparing cultures for electron micro¬ 
scopic study. From solid medium suitable suspensions were prepared by one 
of the following techniques: (1) A small amount of surface growth was removed 
and suspended in sterile physiological salt solution or in sterile distilled water. 
The suspension was usually incubated at 37 C for 6 hours. (2) Three to four ml 
of sterile physiological salt solution were pipetted onto the surface of a slant 
culture, which was then allowed to incubate for a few hours at 37 C. (3) A smal 
amount of surface growth was removed with a sterile wire and passed three or 
four times through a wire loop containing a film of sterile distilled water until a 
fairly uniform suspension resulted. 

^ From studies conducted at Camp Betriek, Frederick, Md., and at the Johnson Founda¬ 
tion, University of Pennsylvania, from May, 1945, to September, 1945. 

^ Ensign, H(S), USNR. 

® Captain, MC, AUS. 
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Suspensions from liquid media were used directly or diluted with one to two 
volumes of sterile distilled water. A drop of the suspension prepared by the 
previously described techniques was placed upon the collodion electron micro¬ 
scope mount by means of a capillary pipette or wire loop and allowed to dry in 
air (Marton, 1940). 

Description of Electron Micrographs Presented in Figures 1 and 2 

L Saline suspension prepared from 24-hour glucose cysteine blood agar culture 
(Schu strain) and reincubated at 37 C for 20 hours. Cluster of coccoid forms 
showing peripheral arrangement of areas of greater electronic density. 

2. Same. Top: Form showing peripheral area of greater electronic density 
and protoplasmic streamer or false ^^flagellum.’’ Middle: Form suggesting 
binary fission. Bottom: Small coccoid form with extremely delicate cell wall. 

3. Same, Large coccoid form with irregular area of greater electronic density 
and extremely delicate cell wall. 

4. Saline suspension prepared from 96-hour glucose cysteine blood agar culture 
(Schu strain) and reincubated at 37 C for 5 hours. Top: Bacillary form and 
adjacent coccoid form. Middle: Filamented coccoid form with small spherical 
body at tip of filament. Bottom: Typical small globule of most prevalent size, 
0.45 to 0.5 p in diameter. 

5. Peptone broth culture (Schu strain) incubated at 37 C for 24 hours. Large 
and small coccoid and bacillary forms. Note so-called ‘finvolution” form at 
right. (The greater electronic density of the forms in figure 1, nos. 6 and 6, is 
attributed to crystallization of salt within the cells.) 

6. Same. Note variation in size of coccoid forms. Smallest form at upper 
right is approximately 210 mp in diameter. 

7. Same. Filamented bacillary form. 

8. Distilled H 2 O suspension prepared from 24-hour glucose cysteine blood agar 
culture (Schu strain) and reincubated at 37 C for 5 hours. Coccoidal form with 
single peripheral area of greater electronic density. 

9. Same. Disintegrating coccoid forms. Note minute granular concentra¬ 
tions and “punched out ” appearance. 

10. Same. Top: Cluster of irregular coccoid forms with extremely delicate cell 
walls. Note another of the so-called “involutions^ forms. Bottom: Two coccoid 
forms. Contrast more dense form with disintegrating form at right. 

11. Soybean hydrolyzate culture (Memp strain) incubated at 37 C for 4 days. 
Long delicate filament with rather dense granule near upper tip. Note small 
drumstick form at left. 

12. Same. Large dumbbell-shaped structure with more dense spherical con¬ 
centrations at terminal ends. Note possible early budding of form at left and 
filamented form at upper left. 

13. Same. Top: Note crescentic shape of form at upper right and peripheral 
arrangement of areas of greater electronic density in the form directly below. 

Large oval forms. 

14. Same. Oval form with adjacent partially dsiiltegrated ceU. Note finely 
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beaflcd filament near eenter of electron micrograph and drumstick form at lowei 

leit. 

^ lo. Sa,ni(,. ^ op. Long delicate filament. Oval form with long branch¬ 

ing filamentons projection. The dense area is probably the result of salt crystal- 



Fig. 1. Electeon Mickographs of Bacterium tulaeense 
Reproduced with slight reduction from 6,800 diameters 


lization within the cell. Note two minnte forms directly above. The smaller is 
approximately 110 ma in diameter. 

16. Same. Large coccoid forms with peripheral areas of increased electronic 
density. Note fine filament arising from cell at lower left. 
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17. Same. Chain of large bacillary forms. Note bipolar arrangement of 
areas of greater electronic density within a number of cells. 

18. Same. Top: Irregularly shaped coccoid mass with pseudopod projections^ 
Structures of extremeh' low density such as this could be seen in most of our 
preparations. Suggests a ruptured cell Avith contents floA\ing into surroimding 




^ l^liCROGRAFHs: Xos. 20~29 Ixca., Bacterium tularensb (X 6,800); N( 

TYPHosP (x^6 STO) AUKEUS (X 6,SOO) ; No. 33, Eberthele.^ 


Reproduced with slight reduction from initial magnifications 


area.^ Bottom: Note crescentic an-angement of areas of greater electronic density 
mthin cell at right and irregular projection from cell at left. 

19. Same. Comma-shaped form wth large areas of greater electronic density 
at terminal ends. 

20. Gelatin hydrolyzate culture (Schu strain) incubated at 37 C for 8 days. 



1946] 


ELECTRON MICROSCOPY OF BACTBRIXJM TULARENSE 


183 


Granular coceoid form with granular filamentous projection. Note apparent 
budding of form at right. 

21. Same. Large coccoid form with extremely delicate cell woR. Note gran¬ 
ules in the filament of the form above. 

22. Distilled H 2 O suspension prepared from colony (Schu strain) on glucose 
cysteine blood agar which had been incubated at 37 C for 3 days and allowed to 
remain at room temperature overnight. Folds in the collodion membrane are 
visible. Top: Large coccoid form showing patchy areas of greater electronic 
density. Bottom: Rupture of cell and dispersion of granular contents into sur¬ 
rounding area. 

23. Same. Unusual shapes probably produced by traumatic distortion of 
cells. 

24. Same. Large coccoid form. Contrast sharpness of collodion film edge 
with the nebulous character of the cell. Note that a part of the folded film edge 
can be seen through the semitransparent cell. 

25. Same. Chain of coccoid forms. Note distribution of cellular debris 
produced by cellular rupture. 

26. Same. Large coccoidal form in right center with protoplasmic streamer or 
false ^^flagellum.^’ Note directly below evidence of sessile budding. Many 
disintegrating forms are visible. 

27. Same. Another coccoid form suggesting budding. Below: Ruptured cell 
and protoplasmic streamer or false “flagellum.’^ 

28. Same. Cluster of coccoid, crescentic, and oval forms. 

29. Same. Cluster of coccoid and oval cells of various sizes. Note the 
nebulous character of cells emphasizing the lack of density of this organism. 

30. Washed Rickeiisia rickettsiae, X 8,100. Note definite morphology and 
cell wall. 

31. Washed murine typhus rickettsiae, X 6,800. Contrast the cell walls of 
the organisms shown in nos. 30 and 31 wuth the extremely delicate cell walls of 
Bacterium tvlarense shown in nos. 2, 3, 19, 20, and 21. 

32. Staphylococcus aureus, X 6,800. Note density of these cells in contrast to 
low density possessed by cells of Bacterium tularense in nos. 1, 28, and 29. 

33. Eberthella typhosa *^R,” X 6,800. Contrast cell wall and density of this 
organism with the cell wall and density of Bacterium tularense, 

OBSERVATIONS 

Most frequently observed during the study with both liquid and soHd media 
was the small coccoid form 0.45 to 0.5 /x in diameter, although large coccoid, large 
and small bacillary, oval, minute, and filamented forms were often seen. Less 
frequently observed were bean-shaped, dumbbell, bizarre, and so-called “invo¬ 
lution’’ forms which usually represented but a small portion of the total popula¬ 
tion. Finely filamented forms were more frequently observed in 5»day broth 
cultures than in younger broth cultures or cultures on solid medium. Occa¬ 
sionally delicate filaments attached to the cell, or broken and free, were observed. 
Frequently these filaments contained more dense minute concentrations described 



and teiTned “mimmal reproductive units’^ by Hesselbrock and Foshay (1945). 
Areas of greater electronic density described by these authors as characteristic 
peripheral chromatin concentrations were often seen. The various morphologi¬ 
cal forms appeared singly, in diploform, or in short or long chain formation. No 
morphological differentiation could be made between the strains used in this 
investigation. 

During the course of this study minute forms of 250 m/x or less in diameter were 
observed. Foshay and Hesselbrock (1945) reported that morphologic units of 
Baclerium tularense passed the 600 Elford gradocol membrane but not the 
500 mji membrane and were therefore in the range of 300 to 350 m/x in diameter. 
These investigators postulated that units of smaller size exist. A minute mor¬ 
phological form, approximately 110 mja in diameter, is shown in figure 1, no. 15. 
In figure 1, no. 6, a form approximately 210 m^Lc in diameter is shown. No mor¬ 
phological differentiation, vith the exception of size, could be demonstrated 
between the minute forms and the usual coccoid forms. 

Examination of the electron micrographs presented in figures 1 and 2 revealed 
that although electron micrographs were in sharp focus as evidenced by the edge 
of the collodion film seen in various preparations, the cells generally presented a 
hazy, nebulous appearance. Bacterium tularense seemed to possess an extremely 
delicate outer limiting structure (cell wall) of very low electronic density in con¬ 
trast to the cell walls of various other organisms described by Wamoscher (1930) 
and reported to be ^^extremely solid, elastic, extensible, and enormously resistant 
to pressure.^’ Usually the cell wall enclosed the cytoplasm so closely that the 
two were not distinguishable. The extremely delicate structure of the cell wall 
of Bacterium tularense is best illustrated in electron micrographs showing large 
coccoid and large bacillary forms the cytoplasm of which is unevenly distributed, 
allowing the cell wall to be more clearly visible. Usually it was difficult or im¬ 
possible to differentiate the limiting edge of the delicate cell wall from the sur¬ 
rounding area. Protoplasmic streamers or false “flagella,” indicating a break in 
the cell wall, were frequently observed. Although semitransparent cytolyzed 
cells were often observed and carefully examined, jagged lines of fracture which 
would indicate the presence of a solid or rigid cell wall were not demonstrated. 
These cytolyzed cells exhibited less opacity to the electron beam than did the 
mechanically cytolyzed Bacillus subtilis and Bacillus anthracis cells described by 
Mudd and associates (1941) and the mechanically cytolyzed streptococcal cells 
described by Mudd and Lackman (1941). Typical “ghost” cells showing only 
the cell wall were not observed. 

From these observations it seems likely that the delicate structure of the cell 
wall of Bacterium tularense might at least partially account for the high mortality 
rates incurred during sonic vibration or lyophilization processes. 

SUMMAEY 

The morphology of Bacterium tularense as determined with the electron micro¬ 
scope is in agreement mth the systematic study of the morphology of this or¬ 
ganism by mesm of vital staining techniques and dark-field examhaation reported 
by Hesselbrock and Foshay (1945). 
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In general Bacfsrium tularense possesses multiple morphological units including 
large and small coccoid and bacillary, oval, minute, fiiamented, bean-shaped, 
dumbbell, bizarre, and so-called ^^involution’’ forms. The suggestion of the 
existence of minute morphological units of less than 300 mp in diameter was con¬ 
firmed. The typical cell possesses little opacity to the electron beam and pre¬ 
sents a semitransparent nebulous appearance. Critical examination for the 
presence of a cell wall revealed an extremely delicate structure of very low elec¬ 
tronic density which possibly accounts for the low survival rate when subjected 
to sonic \dbration or the lyophilization process. 
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The nutritional requirements of the tumor-inducing phytopathogenic bacteria 
and soil saprophytes wliich Conn (1942) has placed in the genus Agrobaderium 
have received somewhat more attention than have the requirements of most of 
the other groups of plant-disease bacteria. It is clear from the literature (Sagen, 
Riker, and Baldvin, 1934; Riker, Lyneis, and Locke, 1941; Hofer, 1941) that 
the crowm-gall bacterium, Agrobaderium tumefaciens, and the conomon soil 
saprophyte, Agrobaderium radiohader, grow w'ell in solutions containing only 
ammonium or nitrate nitrogen and any of a number of carbon sources. 

On the other hand, the remaining two species at present in this genus, the 
hair^^-root organism, Agrobaderium rhizogenes^ and the cane-gall bacterium, 
Agrobaderium rubi, are reported to have somewhat more complex nutritive re¬ 
quirements. For example, Sagen, Riker, and Baldwin (1934) summarize their 
study of A, rhizogenes by stating that it “seems to lack the ability of P. iume- 
fadens and B. radiobacter to utilize the simpler nitrogenous compounds,'^ Simi¬ 
lar observations are recorded for A. rubi by Pinckard (1935) and Hildebrand 
(1940). 

Inasmuch as knowledge of the exact nutrition of this group may be useful in 
interpretations of the systematics and general physiology of the genus, as well as 
pro\dde source material for eventual evaluation on the possible interrelationship 
of microbial nutrition and virulence (McNew, 1938; Van Lanen, Baldwin, and 
Riker, 1940), a study of the four Agrobaderium species was undertaken. At the 
same time some observations were made on the nutritive requirements of Bac¬ 
terium pseudotsugae and Agrobaderium gypsophilae, two species which have 
been placed in an Appendix to Agrobaderium in the forthcoming sixth edition of 
Bergey^s Manual of Determinative Bacteriology, In general, the objective was 
prompt, moderate growth in simple solutions of knowm composition, rather than 
development as rapid and luxuriant as possible in complex media. 

I 

Representative cultures were secured from investigators who had specialized in 
this group; specific information concerning sources is presented in the sections 
which follow. The purity of aU cultures was checked by microscopic examina¬ 
tion ‘and by streaking serially two or more times on yeast extract agar and on 
^ucose, yeast extract, and CaCOs agar from dilute aqueous suspensions of cells. 

i National Research Council Fellow, 1944-1946. On leave of absence from the Depart¬ 
ment of Biology, Brooklyn College, Brooklyn 10, New York. 
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The technical details were similar to those in the previous study in this series 
(Starr, 1946). All glassware was acid-washed. Media were prepared from re¬ 
agents of the highest available purity. The basal medium^ was the same NH’ 4 Cl 3 , 
glucose, and salts solution used before. At times, a commercially prepared HCI 
hydrolyzate of ^Sutamin-free^^ casein (SIVLACO brand) was used. In order to 
miniroizethe carry-over of nutrUites with the inoculum, test media were inoculated, 
by means of a capElary pipette, via a dilution flask. Cultures were incubated, 
often on a shaking machine to increase the rate of growth, at 25 to 28 C« Quanti¬ 
tative estimations of “turbidity’’ were made in the Evelyn photoelectric colori¬ 
meter using the 620 m^a filter, and the results are expressed in terms of “optical 
density” (2 — log galvanometer reading). 

II 

Agrobaderiim radwbacier and Agrobacterium kmefaciens. The following 5 
cultures of A. radiobacfer were used in this study: 

TRl (Hofer^s Rl-la), received from A. W. Hofer, Geneva, N. Y., in 1941. 

TR4 (Hofer’s 36), an old culture from F. Lohnis, identified by M. W. Beijerinck but not 
the latter’s original culture. Received from A. W. Hofer, Geneva, N. Y., in 1943. 

TR5 (Hofer’s S-192), isolated by N. R, Smith from corn soil in 1927. R,eceived from A. 
W. Hofer, Geneva, N. Y., in 1943. 

PG.1.2 (Leonard’s 1911S) and PG.1.3 (Leonard’s 2012), received in 1945 from the col¬ 
lection of 0. B. van Niel, Pacific Grove, Calif. Originally from L. T. Leona-rd, U. S, 
Department of Agriculture. 

^1. timefaciens was represented b}^ the following 14 isolates: 

TT2 (Braun’s B2) and TT3 (Braun’s B6), received from A. C. Braun, Princeton, N. J., 
in 1941. 

TT4 (Hofer’s SCA-2), TT5 (Hofer’s SCT-5 fff3), and TT6 (Hofer’s SCA-1), received 
from A. W. Hofer, Geneva, N. Y., in 1943. 

TT7 (Williams’ A-1), TT8 (Williams’ B-3), TT9 (Williams’ H-lOO), TTIO (Williams’ 5 
Gly Fe), and TTll (Williams’ T3-1C-3), from the collection of I, M. Lewis; received 
in 1945 from 0. B. Williams, Austin, Texas. 

A-6, Cor, Wellesley, and W-1, received from D. G. R. Wyckoff, Wellesley, Mass., in 1946. 

Alost of these A, timefaciens strains induced typical galls w^heii inoculated^ by 
pill pricks into the crowns of sugar-beet plants (Suit, 1933); hownver, TT5, 
TTIO, and TTll did not cause gall formation in repeated trials. 

All cultures of A, radiohader and A. tiimefaciens grew luxuriantly within a day 
or two in the NH4CI, glucose, and salts basal medium, except that culture TTIO 
grew somewhat more slowly than the others. Larger crops, and slight increases 
in growth rate (marked in the case of TTIO), resulted from the addition of 0.5 
per cent of “\dtamiii-free” casein hydrolyzate to the basal medium. This stimii- 

2 Per 100 ml of basal medium: NH 4 CI, 0.1 g; KH 2 PO 4 ,0.2 g; MgS 04 - 7 H 20 , 0.02 g; ''trace” 
elements; distilled water; adjusted to pH 6.8 with NaOH. Separately sterilized, purified 
glucose (0.5 per cent) was added aseptically to the sterile salt solution, 

^^The co-operation of Dr. W. A. Campbell, Special Guayule Research Project, Salinas, 
California, in conducting the pathogenicity tests, is gratefully acknowledged. 
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latory effect is due, in part at least, to the maintenance of a favorable hydrogen- 
ion concentration, close to neutrality, in the casein hydrolyzate medium. Cul¬ 
tures in the imsupplemented basal medium become acid rapidly, the pH dropping 
to the presumably growth-inhibiting level of about 4.2 in a day or two. The 
addition of 0.1 per cent of synthetic dZ-glutamic acid to the basal medium also 
resulted in larger crops, although the increase was not so marked as vitli casein 
hydrolyzate, and caused TTIO to grow as rapidly as the other cultures. 

A mixture of seven B vitamins^ added to the casein hydrolyzate medium simi¬ 
larly increased, very slightly, the initial growth rate of all these cultures, prob¬ 
ably, as Mclntire, Riker, and Peterson (1941) have shown, because of the con¬ 
tent of thiamine, riboflavin, and pantothenic acid. However, no further attention 
was directed to the exact evaluation of these but sliglitly stimulating nutrilites. 

Agrohacterimn rhizogenes. Four isolates of A, rhizogenes were studied: 

TE,7 (Hofer’s C-1), received from A. W. Hofer, Geneva, N. Y., in. July, 1943. 

TR.12, received from E. M. Hildebrand, Ithaca, N. Y., in July, 1943. 

TR16 (Williams’ T37), from the collection o^I. M. Lewis; received from O. B. Williams, 
Austin, Texas, January, 1945. 

C-10, received from A. W. Hofer, Geneva, N. Y., in January, 1945. 

The viiTilence of these cultures was tested (Suit, 1933) by inoculating them into 
the crowns of sugar-beet plants by means of pin pricks. From 4 to 6 plants were 
used per culture in each trial, and the series was carried out three times. Culture 
TR7 was able to induce typical hairjy-root symptoms most readily of the four 
isolates; TR12 and C-10 caused somewhat less severe hairy root in only part of 
the plants used, and the symptoms were rather delayed; TRIG was pathologically 
more like the crovm-gall organism and always yielded galls rather than hairjy root 
on sugar beet. This last culture was received as number T37 and may be de¬ 
scended from the culture of the same designation with which Hendrickson, Bald¬ 
win, and Riker (1934) obtained similar intermediate results. 

Despite the varied pathogenicity, the four A, rhizogenes cultures behaved uni¬ 
formly with respect to nutritive requirements. None of these cultures grew in 
the ]SrH 4 Cl, glucose, and salts basal medium, nor upon the addition of ^Vitamin- 
free” casern hydrolyzate. The addition of 0. 5 per c ent yeast extract tOL the 
casein hydrolyzate medium resulted in good growth. The yeast extract could 
be'iubsfituted by the mixture of seven B vitamins, and, by successively omitting 
one growth factor at a time from this mixture,.biotin was inferred as the only 
active ingredient. In support of this inference, all four strains of A. rhizogenes 
grew when biotin was added to the casein hydrolyzate medium. In the presence 
of biotin the casein hydrolyzate could be replaced by 0.1 per cent of synthetic 
dl-glutamic acid. There was much slower growth in the basal medium supple¬ 
mented only by biotin, and the final crops were decreased—^probably, as indicated 
by pH measurements, because of acid production without a simultaneous neutral- 

p-Amiaobenzoic acid, biotin, nicotimc acid, calcium pantothenate, pyridoxine HCl, 
riboflavin, and thiamine HCL The vitamins and vitamin derivatives used in this study 
represent a generous gift from Merck & Co., Rahway, N. J ■ . 
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imtion by tbe alkaline decomposition products from the amino acids. Figure 1 
shows the quantitative response to biotin in the glutamic acid medium. Biotin 
could be substituted by the hydrosulfate of 3 j4-diaroino-tetrahydro-'2-tliiopheiie- 
valeric aoidy but not by pimelic acid. 

The finding of an obligate biotin requirement for A. rhizogenes explains the 
difficulty encountered by Sagen, Riker, and Baldwin (1934), Riker, Lyneis, and 
Locke (1941), and Hofer (1941) in culturing this species in media wHcli lacked 
peptone or yeast extract. 



BIOTIN (mpg per 100 ml) 

Fig. 1. Response of Agrobactbeium rhizogenes TR12 to Biotin in the Glutamic Acid 

Medium 

The gljitamie acid medium, supplemented by biotin in concentrations ranging from 0,1 
to 100 millimicrograms (nijug) per 100 ml, was inoculated and incubated, with constant 
shaking, for 4 days at 28 C, at which time the “turbidity^^ was measured. The ‘^optical 
density^ ' at 100 injug was the same as at 30 m^g. 

The use of a calcium glycerophosphate medium for distinguishing A. rhizo- 
gems from A. iumefacims and A. radiobacter has been recommended. The hairy- 
root organism reportedly fails to grow (Riker, Banfield, Wright, Keitt, and Sagen, 
1930; Sagen, Riker, and Baldwin, 1934), but the crown-gall bacterium and A. 
radwiacier make abundant growth. Inasmuch as it seemed likely that the failure 
of A. rhizogmes to grow in this biotin-free glycerophosphate medium merely 
mirrors its inability to develop in the absence of biotin and glutamic acid, the 
A, rhizogenes isolates were cultured from small inocula in the glycerophosphate 
medium® used by Riker et at (1930), and with additions of biotin, of glutamic 

® Calcium glycerophosphate, 0.8 g; manmtol, 20.0 g; UNO a, 5.0 g; NaCl, 3.8 g; KCl, 0.1 
g; MgCl2‘6HtO, 1.0 g; MgSO^'THaO, 0,6 g; distilled water, 1,000 ml. 
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acid, and of both biotin and glutamic acid. These experiments may be sum¬ 
marized as follows: (1) There was no growth in the unsupplemented glycero¬ 
phosphate medium or w’^hen glutamic acid alone was added. (2) There was slow 
growth when biotin alone was added. (3) There was good development in the 
glycerophosphate medium with both biotin and glutamic acid. The unsupple- 
mented glycerophosphate medium supported good growth of all cultures tested of 
A, tumefaciens and A. radiobader, entirely in accordance with the findings of 
previous investigators. There can be no doubt, then, that the modus operandi 
of the glycerophosphate medium test results from the fact that the nutrilite needs 
of A> rhizogenes are not satisfied by that medium. 



pg per 100 ml mpg per 100 ml 

Fig. 2. Response of Agrobacterium bubi to Nicotinic Acid, Calcium Pantothenate, 
AND Biotin in the Glutamic Acid Medium 
The response to nicotinic acid was measured in the presence of 10 /xg per cent of calcium 
pantothenate and 100 miilimicrograms (m/zg) per cent of biotin; the response to calcium 
pantothenate, in the presence of 10 Mg per cent of nicotinic acid and 100 m/ig per cent of 
biotin; and the response to biotin, in the presence of 10 Mg per cent each of nicotinic acid and 
calcium pantothenate. These media were incubated, with constant shaking, for 4 days at 
28 C, at which time the ‘‘turbidity^ ^ was measured. The plotted values are the averaged 
“optical densities’’ of duplicate determinations. 

This may be the place to comment on an experiment described by Hendrickson, 
Baldwin, and Biker (1934) in which the relation of the growdh of A. rhizogmes to 
the oxidation-reduction potential of the medium W'as being considered. In one 
trial A . rhizogenes was cultured in an agar medium which was somewhat deficient 
in the necessary nutrilites, although sufficient grow^th factor was supplied by the 
agar so that some growth did occur. Hendrickson, Baldwin, and Biker (1934) 
go on to state that ‘‘when the oxidation-reduction potential of the medium was 
increased by the addition of 0.1 gram of potassium permanganate per liter .,, the 
hairy-root cultures either failed to grow or produced only slight growth below the 
surface/* Inasmuch as biotin activity is destroyed by oxidizing agents (Melville, 
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1944), the inactivation of this needed factor might be considered as an alternative 
explanation of this experiment. 

Agrobacteriiim rubi. Two isolates of this species were available for study; 
both (TR2, TR3) were obtained from E. M. Hildebrand, Ithaca, New York, in 
1942, and both induced gall formation readily by inoculation, through pin pricks, 
into young stems of a bramble and into sugar-beet crowns. Neither of these 
cultures grc^v in the basal medium alone, or when ^Vitamin-free” casein hydro- 
lymte was added. By a process similar to that described above, it was learned 
that this species requires obligately three nutrilites for development in the casein 
hydrol 3 ’' 2 ;ate medium, viz., biotin, nicotinic acid, and calcium pantothenate. In 
the presence of these requhed growth factors, 0.1 per cent of synthetic dZ-glutamic 
acid could replace the casein hydrolj^zate. There was no growth in the basal 
medium plus the three vitamins alone. The response of ^4. ryM to each of the 
required vitamins in the glutamic acid medium is shown in figure 2. Biotin 
could be replaced by the hx^drosulfate of 3,4-dian]Lino-tetrahydro-2-thiophene- 
valeric acid, but not by pimelic acid; nicotinic acid was replaceable by nicotina¬ 
mide; pantothenate was not replaceable by pantoyl 1-lactone, /3-alanine, or a 
mixture of the two. 

The obligate requii’ement of 4.. rttfei for the three vitamins and glutamic acid 
throws some light on the poor growth obtained by Pinckard (1935), Hildebrand 
(1940), and Starr and Weiss (1943) in what can now be interpreted as inadequate 
media. It also explains the difficulty experienced by Hildebrand (1940) in 
attempting ‘^^fermentation” tests of this organism using the vitamin-free basal 
medium of the Manual of Methods for Pure Culture Studij of Bacteria (Comm. 
Soc. Am. Bact., 1923-1936). 

Agrobacterium gypsophilae and Bacterium pseudoisugae. As noted above, 
cultures of these species were included in this study because of their incorporation 
by H. J. Conn in an Appendix to the genus Agrobacterium in the sixth edition of 
Bergey^s Manual of Determinative Bacteriology. The single culture of A. gypso¬ 
philae (TGI) was received from H. J. Conn, Geneva, New York, and was origi¬ 
nally from N. A. Brown, Washington, D. C. Culture TGI grew well in the 
unsupplemented NH 4 CI, glucose, and salts basal medium and was not par¬ 
ticularly^ stimulated by the addition of casein hydrolyzate or yeast extract. These 
results are in accordance with the original description of this species, in which 
Brovm (1934) reported good grovdh in several simple synthetic media. 

Tliree cultures of B. pseudoisugae were used. These were isolated by the writer 
in 1945 from typical stem galls on Douglas fir material collected by H. N. Hansen, 
Berkeley, California, one of the describers of this species. The cultures isolated 
from this material were kindly identified by Dr. Hansen, but no pathogenicity 
tests were performed. These cultures did not grow in the unsupplemented basal 
medium, nor when casein hydrolyzate was added. By a process similar to that 
used for the foregoing species, it was determined that B. pseudoisugae requires 
biotin obligately for growth in the casein hydrolyzate medium. The casein 
hydrolyzate could not be replaced completely by glutamic acid alone, and no 
further study of amino acid requirements has been made. 
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III 

Application of these findings to the taxonomj^ of this group would depend upon 
examining a larger sampling of these species to discover the range of variation 
with respect to exact nutritional requirements. In any case, the use of a nutrilite 
requirement as a determinative character in s^^-stematic microbiology must take 
into consideration the mutability of microorganisms in this regard. The po¬ 
tentialities in this group, however, appear promising m \dew of the consistent, 
reproducible results. Inasmuch as the literature recommends that the general 
fastidiousness of A. rMzogenes and A, nibi can aid in the identification of these 
species, it appears likely that the present disclosure concerning the exact nature of 
the specific nutrilite requirements would possess even more value in this 
connection. 

The incorporation of the required nutrilites in basal media would make possible 
a study of the carbon metabolism of the fastidious species without possible inter¬ 
ference from the yeast extract supplement used by Conner, Riker, and Peterson 
(1937) and Hofer (1941). Also, it would now be possible to determine, in ade¬ 
quately composed basal media, whether specific differences exist between the 
ability of the representatives of the genus Agrobacterium to utilize certain carbon 
compounds. 

This knowdedge might be used in the isolation of these species from plant mate¬ 
rials, b}" preparing isolation media containing only the minimal nutrients for the 
species under investigation. In this way interference from contaminating organ¬ 
isms having more complex and different nutrient requirements wmiild be avoided. 

SUMMARY 

The nutritive requirements of members of the genus Agrobacterium were de¬ 
termined under specified experimental conditions. By this means the pre^dousiy 
reported ability of A, radiobactery A. tumefadenSy and A. gypsopMIm to grow in 
simple media was verified by using a medium containing NH 4 CI, other inorganic 
salts, and separately sterilized, purified glucose. 

The inability of A. rMzogenesy A. rubi, and Bacterium pseudotsugae to grow in 
this medium was traced to obligate nutrilite requirements, viz., A. rMzogenes^ 
biotin and glutamic acid; A. rubiy biotin, nicotinic acid, calcium pantothenate, 
and glutamic acid; B. pseudotsugacy biotin and some as yet unidentified com¬ 
ponent of ^^vitamin-free’’ casein hydrolyzate. 

The utility of these findings in the systematics of the group is discussed. 
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Despite the extensive data that has accumulated on the chemical composition 
of microbial cells, information concerning microbial proteins, which are of major 
importance among cellular constituents, is fragmentary and, in part, inaccurate. 
This has been due primarily to inadequate and unreliable analytical methods for 
the determination of the basic protein units, the amino acids. The literature to 
1926 on the amino acids in bacteria, yeasts, and fungi has been reviewed by Bu¬ 
chanan and Fulmer (1928). More recent papers w^hich deal primarily with the 
amino acids of various species of Azofohacter are cited by Camien, Salle, and Dunn 
(1945). Similar information on marine and fresh-water algae is also available 
(Mazur and Clarke, 1938, 1942) as well as more recent data on yeasts (Sagara, 
1930; Fink and Just, 1942; Block and Bolling, 1945). 

In addition to recording some of the types and approximate quantities of amino 
acids in various microorganisms, early investigators attempted to determine 
whether the amino acid composition of a particular organism is constant or varies 
with environmental conditions, especially with the composition of the medium. 
Abderhalden and Rona (1905) found the same amino acids, namely, glycine, 
alanine, leucine, glutamic acid, and aspartic acid, in Aspergillus niger irrespective 
of whether the nitrogen source in a mineral, salt sugar medium was KNOa, 
glycine, or glutamic acid. Also Tamura (19136) found no significant difference 
in the amino acid composition of the proteins synthesized by Mycobacterium 
lacHcola in nutrient broth, as compared to a protein-free medium consisting of 
mineral salts, ammonium lactate, asparagine, and glycerol. 

Tamura (1914) , on the basis of data obtained previously (19136) w^hich showed 
that Mycobacterium tuberculosis and Mycobacterium laciicola were rich in phenyl¬ 
alanine but free of sulfur-containing amino acids, suggested that it might be pos¬ 
sible to classify microorganisms according to their chemical composition. Al¬ 
though an interesting idea, it rested on faulty data since cystine is present in 
M. tuberculosis (Johnson and Brown, 1922; Coghill, 1926). More recently, 
however, Mazur and Clarke (1938) reported that, among marine algae, the most 
primitive group, Ulva, lacked methionine, tyrosine, and lysine, and that those 
amino acids appeared in the foregoing order on ascending the evolutionary series. 
Cystine was absent from the fresh-water, blue-green alga, Phormidium, but was 
present in the marine algae. Arginine was absent from three out of five brown 
algae and from one of two green algae (Mazur and Clarke, 1942). It appears, 
therefore, that qualitative differences in amino acid composition may occur 
among microorganisms. 

Recently, an accurate, specific, and sensitive microbiolo^cal method was 
developed for the determination of ten amino acids, namely, histidine, arginine, 
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lysine, leucine, isoleucine, valine, methionine, threonine, tryptophane, and 
phenylalanine, in natural materials (Stokes, Gunness, Dwyer, and Caswell, 
1945). The method permits simple and rapid analysis of large numbers of small¬ 
sized samples with an accuracy of generally ±10 per cent. Thus one gram of dry 
material is sufficient for the determination of all ten amino acids, and one ex¬ 
perienced individual can analyze a half-dozen proteins in little more than a week. 
In the present investigation the method has been used to extend previous investi¬ 
gations on the amino acid composition of microorganisms; to determine with 
greater accuracy than was formerly possible, although in a necessarily limited 
manner, whether fundamental differences in amino acid content, such as described 
above for algae, exist among bacteria, yeasts, actinomycetes, and fungi; and 
finally to determine to wffiat extent, if any, variations in medium and conditions 
of groAvth influence the amino acids of microorganisms. 

After completion of the present investigation, data appeared in print on the 
amino acid content of various lactic acid bacteria and Escherichia coli as de¬ 
termined by microbiological methods (Camien, Salle, and Dunn, 1945). 

CONSTANCY OF AMINO ACID COMPOSITION UNDER UNIFORM 
CONDITIONS OF GROWTH 

In order to be able to assess the significance of possible differences in the amino 
acid composition of different microorganisms and of the same organism under 
varying cultural conditions, it was deemed necessary to determine first whether 
the amino acid composition of microbial cells is constant on repeated cultivation 
in the same type of medium and under the same conditions of growth. Staphylo¬ 
coccus aureus, Aspergillus niger, and Streptomyces griseus were each grown, three 
successive times, in a medium consisting of 0.5 per cent each of bacto beef ex¬ 
tract and bacto peptone and 1 per cent glucose in distilled water. The glucose 
was essential for good growth of the fungus. The medium, unadjusted, had a pH 
of 6 . 8 . The broth was distributed in 400-inl quantities into 2 -L Erlenmeyer 
flasks. All inocula ’were grovm in the same medium. The cultures were incu¬ 
bated at 30 C without agitation, except that Staphylococcus aureus was main¬ 
tained at 37 C. The latter organism was harvested after 1 day, Aspergillus 
niger after 3 days, and Streptomyces griseus after 5 days, at which times it was 
estimated, from previous experience, that substantially maximum growTh had 
occurred. The culture of Aspergillus niger and Streptomyces griseus consisted of 
mycelium and numerous spores. The cells were washed with water to remove 
any adhering medium, dried at 105 C overnight, weighed, and thoroughly ground 
in a mortar to give uniform preparations for subsequent amino acid analyses. 
Care was taken to keep all conditions as uniform as possible in preparing the 
successive batches of organisms. The amino acid determinations were con¬ 
ducted by the method described previously (Stokes et at, 1945) on acid or alkaline 
hydiulyzates of aliquots of the dried microbial preparations. Their nitrogen 
contents were also determined by the Kjeldahl method using CuSOi, K 2 SO 4 , 
and H2SO4 for digestion. ’ ’ 

The results (table 1 ) demonstrate, unequivocaEy, that each of the three rep- 



1946] 


AMNO ACIB COMPOSITION OF MICROORGANISMS 


197 


resentative organisms when cultivated repeatedly under essentially identical 
conditions gave, generally within 10 per cent, the same diy weight yield, nitrogen 
content, and percentages of the ten amino acids. It is clear, therefore, that the 
amino acid composition of an organism is a stable and characteristic property 
of the cell under fixed conditions of growth. 

AMINO ACID COMPOSITION OP REPRESENTATIVE MICROORGANISMS 

It is evident from table 1 that there are great differences in the quantities of 
various amino acids present in the bacterium and actinomycete compared to those 
in the fungus and that differences exist, although to a lesser extent, between the 
quantities in the bacterium and actinomycete. Part of the data in table 1 is 

TABLE 1 


Constancy of the amino acid composition of microorganisms when cultivated repeatedly under 

identical growth conditions 


OEGANISM 

YIELD DEY 
WT PEE 
LITER 

NITRO¬ 

GEN 

aS 

« 

ARGIN¬ 

INE 

So 

S 

LEUCINE 

ISOLEU- 

CINE 

VALINE 

METHIO¬ 

NINE 

a 

B 

4 

TRYPTO¬ 

PHANE 

Percentage of dry weight 


grams 












Staphylococcus aureus 













Batch 1. 

0.295 

10.75 

0.72 

2.3 

5.2 

3.4 

2.8 

2.4 

0.81 

2.0 

1.84 

0.23 

Batch 2. 

0,228 

11.23 

0.84 

2.1 

5.6 

3.4 

2.9 

2.9 

0.91 

2.2 

2.3 

0.35 

Batch 3. 

0.335 

11.21 

0.81 

2.0 

5.4 

3.4 

2.8 

2.5 

0.86 

2.2 

2.1 

0.25 

Streptomyces griseus 













Batch 1. 

2.25 

9.28 

0.81 

2.9 

2.0 

3.6 

1.60 

3.3 

0.53 

2.2 

1.55 

0.56 

Batch 2... 

2.25 

9.09 

0.85 

2.9 

2.2 

3.8 

1.63 

3.5 

0.56 

2.4 

1.65 

0.68 

Batch 3. 

2.25 

9.06 

0.85 

2.9 

2.2 

3.8 

1.44 

3.6 

0.56 

2.4 

1.50 

0.61 

Aspergillus niger 













Batch 1... 

3.5 

5.21 

0.90 

1.04 

1.04 

1.48 

0.88 

1.09 

0.22 

1.11 

0.85 

0.26 

Batch 2. 

4.0 

5.11 

0.95 

1,22 

1.15 

1.48 

1.04 

1.17 

0.22 

1.12 

0.84 

0.25 

Batch 3...... 

3.5 

5.29 

1.08 

1.07 

1.17 

1.52 

0.92 

1.16 

0.22 

1.10 

0.89 

0.30 


repeated in table 2 in conjunction vdth analyses of two additional bacteria, 
Escherichia coli and Bacillus subtilis; two j^easts, Saccharomyces cerevisiae and 
Rhodoiorula rubra; and two additional fungi, Rhizopus nigricans and a penicillin- 
producing strain of Penicillium notatum. All these microorganisms were 
grown in the nutrient broth glucose medium and under the same conditions 
described above for Staphylococcus aureus^ Aspergillus niger^ and Sirepiomyces 
griseus. The bacteria were harvested after incubation for 1 day at 37 C, the 
yeasts after 2 days at 30 C, and the fungi after 6 days at 30 C. The fungi 
sporulated extensively. No spores, however, were seen in the Bacillm subtilis 
cultures. Repeated attempts to grow another actinomycete, Sirepiomyces 
lavendulae, in the nutrient broth glucose medium were unsuccessful. 

When the quantities of the amino acids are expressed as percentages of the dry 
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weight of the cells, as in table 2, it is clear that marked differences exist between 
the bacteria and to a lesser extent between the two yeasts and the three fungi. 
Thus E. coli contains somewhat more isoleucine and threonine than S. aureus 
and approximately twice as much histidine, arginine, leucine, valine, methionine, 
and phenylalanine, and three times as much tryptophane. S, aureus exceeds 
E. coli only in having a slightly greater content of lysine. B. suUilis is inter¬ 
mediate between S. aureus and E, coli with respect to content of the ten amino 
acids. Also Saccharomyces cerevisiae has a higher content of histidine, leucine, 
isoleucine, methionine, threonine, phenylalanine, and tryptophane than Rhodo- 
torula rubrUj but less of arginine. For all of the amino acids, however, the yeasts 
differ by less than a factor of 2. Although Rhizopus nigricans and Aspergillus 
niger contain essentially the same quantities of the ten amino acids, Penicillium 
notatum has a higher content of histidine and of most of the other amino acids. 


. TABLE 2 

Amino acid composition of representative microorganisms 


ORGANISM 

NITRO¬ 

GEN 

HISTI¬ 

DINE 

ARGIN¬ 

INE 


g 

i 

ISOLEIJ- 

CINE 

VALINE 

METHIO¬ 

NINE 

THREO¬ 

NINE 

PHENYL¬ 

ALANINE 

TRYPTO¬ 

PHANE 

Percentage of dry weight 

Staphylococcus aureus . 

10.76 

0.72 

2.3 

5.2 

3.4 ! 

2.8 i 

2.4 

0.81 

2.0 

1.84 

0.23 

Escherichia coli . 

13.19 

1.26 

4.3 

4.5 

6.4 

3.8 

4.5 

1.7 

3.2 

2.7 

0.79 

Bacillus suhtilis .. 

10.07 

0.87 

2.4 

3.4 

4.8 

3.0 

3.5 

1.08 

2.2 

2.2 

0.38 

Streptomyces griseus . 

9.09 

0.85 

2.9 

2.2 

3.8 

1.63 

3.5 

0.56 

2.4 

1.65 

0.68 

Saccharomyces cerevisiae . 

8.94 

2.7 

2.4 

3.1 

3.8 

2.5 

2.8 

0.65 

2.4 

2.1 

0.59 

Rhodotorula rtibra . 

8.95 

1.99 

3.7 

3.0 i 

3.3 

2.1 

2.5 

0.53 

1.79 

1.72 

0.45 

Rhizopus nigricans . 

5.80 

0.98 

1.21 

1.59 

1.46 

0.98 

1.08 

0.33 

0.96 

0.81 

0.25 

Aspergillus niger . 

5.21 

0.90 

1.04 

1.04 

1.48 

0.88 

1,09 

0.22 

1.11 

0.85 

0.26 

Penicillium notatum . 

6.13 

1.67 

1.40 

1.53 

2.1 

1.22 

1.51 

0.39 

1.37j 

1.16 

0.48 


With the exception of histidine and tryptophane, the fungi contain generally less 
than half the quantitity of amino acids present in the bacteria, actinomycete, 
and yeasts. This is due largely, although not completely (see figure 1), to the 
lo^v'er protein content of the fungi as indicated by their considerably lower 
nitrogen content. There are no outstanding differences between the bacteria, 
actinomycetes, and yeasts as groups. The variations between them are no 
greater than those within the bacterial group itself except for methionine, which 
is present in appreciably greater quantity in the bacteria. In general, the 
amino acids in the various microorganisms can be classified roughly in the follow¬ 
ing decreasing order of abundancy: leucine > lysine > valine > arginine > 
isoleucine > threonine > phenylalanine > histidine > methionine > trypto¬ 
phane. This sequence may vary slightly for any particular organism. 

It is of more fundamental significance to compare the amino acid composition 
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of the microorganisms on the basis of percentages of the amino acick in the pro¬ 
tein of each organism, rather than as percentage of dry weight. Differences 
obtained by the latter method may merely reflect variations in the amount of 
protein in the different cells, as is largely the case when bacteria are compared 
to fungi, rather than to differences in the proteins themselves. Therefore, the 
data in table 2 have been recalculated in terms of percentage of protein (N X 
6.25) and charted in figure 1. Data on wheat and beef liver obtained previously 
(Stokes et al.^ 1945) are included for comparison. 



Fig. 1. The Amino Acid Composition op Repbesentativb Miceooeganisms 


Although the data represented in figure 1 is considerable, it covers too few 
organisms to permit any broad generalizations. With this limitation in mind, 
certain salient facts may be mentioned. The yeasts and fungi contain approxi¬ 
mately 2 to 4 times (2.7 to 4.8 per cent) as much histidine as the bacteria (1.1 to 
1.5 per cent) or the actinomycete (1.5 per cent). This is unusual since, except 
for tryptophane, the fungi contain less of the other amino acids than the bacteria. 
The bacteria and the actinomycete also contain somewhat less Mstidine than 
wheat or liver. Large variations occur within some of the groups. Thus J2. 
nigricans contains 2.7 per cent histidine compared to 4,4 per cent in F. miaMm. 
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The foregoing quantitative sequence for histidine changes somewhat in the case 
of arginine. The yeasts are highest with 4.3 to 6.7 per cent arginincj but the 
fungi contain the least amount of this amino acid, 3.2 to 3.7 per cent. The 
actinomycete and bacteria are intermediate betw^een the yeasts and fungi. R. 
rw6m is especially high in arginine (6.7 percent). Differences betiveen groups 
are not so great as with histidine. Variations within groups are evident. The 
bacteria and yeasts contain more lysine than the other groups. S. aureus has 
an especially high fysine content of 7.8 per cent. The differences between w^heat 
and liver encompass all of the variations betw’een and within the microbial 
groups. The fungi contain less leucine than any of the other microorganisms. 
The latter contain roughly similar quantities of leucine (6.0 to 7.7 per cent), 
W'hich are comparable to those in w^heat and liver, except for S, aureus which 
has a low value of 5.1 per cent. The bacteria are consistently higher in isoleu¬ 
cine than the remaining groups including the plant and animal proteins. This 
holds also for valine except that the actinomycete contains more of this amino 
acid than the bacteria. The amounts of methionine in all cells are much less 
than those of any other amino acid except tryptophane. The bacteria again lead 
all other microbial groups, and the fungi contain the least amounts of methio¬ 
nine. In contrast to the other amino acids, there are no marked differences in 
content of threonine betw^een groups. Differences within groups, how^ever, 
are evident. All of the microorganisms contain much less phenylalanine (2.2 to 
3.7 per cent) than w^heat or liver (5.1 to 5.3 per cent). Tryptophane is present 
in all of the groups in smaller amounts than any of the other amino acids. It 
is notew^orthy that the bacteria, except E. coli^ contain less tryptophane than 
the other microbial groups. 

The general picture appears to be one in W'hich variations in amino acid con¬ 
tent within the microbial groups is frequently greater than those between groups. 
Although striking quantitative differences occur betw^een organisms, the data, in 
general, emphasize the similarities rather than differences in the amino acid 
composition of microorganisms. Certainly no fundamental differences, in that 
some amino acids are present in one organism but not in another, as found among 
algae (Mazur and Clarke, 1938), w^ere disclosed. There is, howrever, a consistent 
and probably significant trend in fungi tow^ard low^er contents of from 10 to 50 
per cent of most of the amino acids compared to the contents in other microbial 
groups. This is compensated for to some extent by the higher histidine content 
of the fungi and presumably by higher contents of some of the. other ten or more 
amino acids w’hich occur in proteins and w^hich were not determined in the present 
investigation. No such consistent trend is evident between the bacteria, acti¬ 
nomycete, and yeasts. Similarly, in agreement with comparable data of Camien 
et aL (1945) and Block and Bolling (1945), the microbial proteins do not appear 
to differ basically from the plant and animal proteins represented here by w^heat 
and liver. 

Mycelium and spores. The previous amino acid analyses of the fungi w’ere 
made on cultures consisting of both vegetative cells (mycelium) and spores. To 
compare the amino acid composition of these twm morphological components. 
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and also of the mycelium before and after sporulatioUj Aspergillus niger was 
grown in the previously mentioned nutrient broth glucose medium. Twenty-five 
2-L flasks each containing 400 ml of broth were inoculated with a spore suspension 
of A . niger. After stationary incubation at 30 C for 1 day, during which a white, 
thin, surface membrane of mycelium free of spores had formed, the growth from 
five flasks was collected, washed, and dried. The yield was 2.5 g. x4iter 3 days, 
at which time a dense layer of black spores covered the entire surface of the fungal 
mat, the growths from two flasks were removed and thoroughly shaken and 
scrubbed in about a dozen changes of water to remove as many spores as possible. 
The yield was 730 mg of dry mycelium contaminated with only a few spores. The 
spent broth from the remaining 18 flasks ivas decanted and replaced twice, care¬ 
fully, so as not to wash off the spores, with about 200 ml of winter to w’^ash the 
bottom of the mycelial pads free of medium. On the third replacement, the 
heavily sporulated mats were shaken thoroughly to separate the spores from the 
mycelium. After filtration through cotton gauze to remove pieces of detached 
mycelium, the spore suspension was centrifuged and the sedimented spores were 


TABLE 3 

Amino add content of mycelium and spores of Aspergillus niger 


COMPONENT OF CULTUEE 

NITRO¬ 

GEN 

HISTI¬ 

DINE 

ii 

< 

LYSINE 

LEUCINE 

ISOLEU¬ 

CINE 

VALINE 

METHIO¬ 

NINE 

si 

« a 

a 

- i 
p 

^ s 

Percentage of dry weight 

Whole culture. 

5.21| 

0.90 

1.04 

1,04 

1.48 

0.8S| 

1.09! 

0.22 

1.11 

GO 

O 

0.26 

Mycelium before sporuiation. 

7.61 

1.20 

2.6 

2.7 

2.6 

1.41 

1.83: 

0.52i 

1.67 

1.48 

0.52 

Mycelium after sporuiation. 

4.99 

1.53 

1.40 

1.19 

1.30 

0.70 

0.95 

0.22: 

0.93 

0.77 

0.31 

Spores. 

5.54 

0.54 

1.19 

1.33 

1.75 

0.99 

1.29 

0.23 

1.27 

1.01 

0.33 


w-ashed twice with w^ater and dried at 100 C. Considerable amounts of the 
water-soluble, dark browm pigment of the spores were lost during these opera¬ 
tions as well as a large portion of the spores which adhered tenaciously to the 
mats. Microscopically, roughly 30 per cent of the spores were light brown, but 
the remainder were dark browm. Dried spores (3.2 g) wmre obtained that were 
almost completely free of mycelium. 

Since the tough, chitinous, outer covering of the spore might prevent hydrolysis 
of the spore protoplasm, digestion with acid and alkali wms carried out for 20 
hours as well as for the customary 10-hour period. Mcroscopically, the un¬ 
digested solids in the hydrolyzates consisted of cracked or broken spore shells 
and seemingly intact shells, although ruptures could have been hidden from view. 
However, since the same quantities of amino acids wmre found in the 10- and 20- 
hour hydrolyzates, it wms considered that complete digestion of the spore proteins 
had been effected and that only the chitinous shells of the spores remained un¬ 
digested. Table 3 contains the percentages of the ten amino acids in the myce¬ 
lium before and after sporuiation and in the spores. The values for the whole 
Aspergillus niger culture from table 2 are included for comparison. 
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The young mycelium before it has sporulated contains about 50 per cent more 
protein, as calculated from its higher nitrogen content, than is present after 
sporulation. Largely because of this, the unsporulated mycelium contains con¬ 
siderably more of practically all the amino acids measured than the sporulated 
mycelium. The only exception is histidine, which is somewhat higher in the 
sporulated mycelium. In contrast, there is only about 10 per cent difference 
between the nitrogen content of the sporulated mycelium and its spores and, 
therefore, correspondingly smaller differences in the amino acid content of these 
two components. However, there is three times as much histidine in the myce¬ 
lium as in the spores. The differences in the quantities of amino acids in the 
mycelium before and after sporulation and in the spores are reduced but not 



Fig. 2. Tnn Amino Acids in the Whole Ctjltuke, Mycelium, and Spoees or Aspeegillu 

NIGEB 


eliminated when the amino acids are calculated as percentage of protein (figure 2) 
rather than as percentage of dry weight. 

EFFECT OF MEDIUM, AGE, AND AEKATION ON AMINO ACID COMPOSITION 

The observations of Abderhalden and Rona (1905), Tamura (1913a), and 
Camien et al. (1945) indicate that the amino acid composition of microorgardsms 
is independent of the composition of the growth medium. The data presented 
below indicate, however, that the amino acid content of microorganisms may 
vary with changes in growth medium and other environmental conditions. 

Penicillium notatum. Amino acid analyses were made on ceU material from 
the following cultures: (a) A tank culture was grown with aeration and agitation 
for 1 day in a medium consisting of 3 per cent lactose and 8 per cent by volume of 
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com steep liquor. The mold does not sporulate under these conditions. The 
washed and dried mycelium contained 8.93 per cent nitrogen, (b) Five-day-old, 
stationary flask cultures were grown in the lactose, corn steep liquor medium. 
Spores were present. The cellular material contained 5.20 per cent nitrogen, 
(c) Seven-day-old, stationary flask cultures were grovii in a medium consisting of 
brown sugar, 20 g; com steep liquor, 30 ml; NaNOa, 3 g; E 3 I 2 PO 4 , 1.5 
g; MgS04*7H20, 0.5 g; ZnS04*71120, 10 mg; and H 2 O, 1 L. Numerous spores 
were present. The nitrogen content of the cellular material was 5.87 per cent. 
All media were adjusted to pH 7 prior to sterilization and inoculation, and the 
incubation temperature was 28 C. It may be noted that, as previously observed 
with Aspergillus niger, the unsporulated mycelium from the tank culture con- 



Fig. 3. Effect of Cultubal. Conditions on the Amino Acid Content op Penicilmum 

NOTATUM 


tained 50 per cent to 70 per cent more nitrogen than the stationary sporulated 
cultures. The amino acid values as percentage of protein are charted in figure 3. 
The data from figure 1 on Penidllium notatum grown in nutrient broth glucose 
medium is included for comparison. 

It is difficult to assess the effect of aeration versus nonaeration on amino acid 
composition because of the complicating factor of sporulation which occurred in 
the stationary but not in the submerged cultures. It is evident, however, that 
the aerated mycelium contains considerably less lysine, isoleucine, methionine, 
threonine, phenylalanine, and tryptophane than the unaerated cultures, but 
differs little from the latter in the other amino acids, histidine, arginine, leucine, 
and valine. The stationary cultures in the three different media which are com¬ 
parable because spomlation had occurred in aU of them show some interesting 
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effects of medium on amino acid composition. Thus the cellular material from the 
nutrient broth medium contains roughly twice as much histidine as that from the 
other two media. The mold growth from the lactose medium, however, is con¬ 
siderably richer in most of the amino acids than that from the nutrient broth 
medium and to a somewhat lesser extent than the cellular material from the 
browm sugar medium. For example, such wide differences are encountered as 
4.8 per cent arginine in the mycelium and spores from the lactose medium com¬ 
pared to 2.9 per cent in the fungal growth from the brown sugar medium. Simi¬ 
larly, 5.2 per cent threonine is present in the former compared to 3.6 per cent in 
the growth from nutrient broth. 



Fig. 4. Effect of Ctjltubal Conditions on the Amino Acid Composition of Bacillus 

SUBTILIS 


Bacillm suUilis, Amino acid analyses were made on cell material from the 
following cultures: (a) Aerated nutrient broth cultures were incubated for 1 day. 
The yield was 0,3 g of dry cells per liter of medium with a nitrogen content of 
10.39 per cent, (b) Stationary flask cultures were grown for 1 day in a synthetic 
medium containing histidine as the sole source of nitrogen. It consisted of 
glucose, 10 g; Z(~)bistidine, 1 g; K 2 HPO 4 , 0.5 g; KH 2 PO 4 ,0.5 g; MgS04*7H20, 
0.2 g; NaCl, 10 mg; FeS04*7H20, 10 mg; MnS 04 - 4 H 20 , 10 mg; and H 2 O, 1 L. 
One-half gram of dry cells was obtained per liter of medium with a nitrogen value 
of 10,63 per cent, (c) Cultures were grown as in (b) except that the incubation 
period was extended to 3 days. Microscopically, considerable cellular debris 
from autolyzed bacteria was present in the 3-day-old histidine culture, but not 
in the 1-day-old culture. Six-tenths of a gram of dry cells per liter containing 
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1L22 per cent nitrogen were obtained. All media were adjusted to neutrality 
prior to sterilization^ and the incubation temperature was 37 C. None of the 
cultures contained spores. This strain of Bacillus suhtilis (ATTC 6633) can 
sporulate but does so only infrequently^ and unpredictably. The results of the 
amino acid analyses are plotted in figure 4 along with the data from figure 1 on 
B, subtilis giovm in the nutrient broth glucose medium. 

In contrast to the results with PenidlUum notaium (figure 3), the amounts of 
most of the amino acids in B. subtilis are constant and, therefore, independent of 
the composition of the growth medium, aeration, and age of the culture. The 
many small differences obtained are within the experimental error of the analyti¬ 
cal method. However, significantly more leucine, 8.8 per cent, was present in 



the cells from the 3-day-oId histidine culture compared to 7.1 per cent to 7.6 per 
cent in the cells from the other media. Similarly, the bacteria from the aerated 
nutrient broth culture contained 5.5 per cent lysine compared to 4.4 per cent ly¬ 
sine in the cells from the 1-day-old histidine culture. In contrast, the former 
had 4.8 per cent valine compared to 6.0 per cent in the cells from the 3-day histi¬ 
dine culture. It is noteworthy that the cells grown vith histidine as a nitrogen 
source did not contain significantly more of that amino acid than cells which 
had available complex nitrogenous substances, i.e,, the meat extract and peptone 
of the nutrient broth. 

Strepiomyces griseus. The actinomycete was grovm in nutrient broth and also 
in the same medium plus 1 per cent glucose. The media were distributed in 
400-ml amounts in 2-L flasks. The inoculated flasks were placed on a shaking 
machine in a 30 C incubator for 2 days. The nutrient broth cultures yielded 
1.6 g of dry cellular mateiial per liter with a nitrogen value of 10.47 per cent, 
and the nutrient broth plus glucose medium yielded 1.1 g of cell substance with a 
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nitrogen content of 10.48 per cent. It is clearly evident from figure 5 that the 
presence or absence of glucose in the medium has a striking effect on the amino 
acid composition of the cell material grown in such media. In the absence of 
glucose, Streptomyces griseus contained approximately twice as much histidine 
and arginine and considerably larger amounts of lysine, leucine, and tlireonine 
than did the cells grown with glucose. There w^ere no significant differences 
between the two types of cells in the case of the remaining five amino acids. 

The protein of a microbial cell is a complex mixture of a large variety of simple 
and conjugated proteins. Therefore, amino acid analyses of the total cell pro¬ 
tein is, at best, a crude procedure which overlooks changes in the individual 
proteins unless they are accompanied by quantitative changes in the amino 
acids. Insofar as significant quantitative differences were obtained by varying 
emdronmental factors, it may be considered that these reflect important modifi¬ 
cations in the character or distribution of the cellular proteins. These modifi- 

TABLE 4 


Comparison of the quantities of amino acids in Streptococcus faecalis and the amounts required 

for maximum growth 


AMINO ACID 

AMOUNT KEQUlltED PER 10 ML 
MEDIUM EOS MAXIMUM 
GEOWTB* 

AMOUNT FOUND IN THE CELLS 


micrograms 

percentage of dry wi 

Lysine. 

200 

5.0 

Leucine. 

100 

4.5 

Isoieucine. 

. 100 

4.1 

Valine. 

100 

3.9 

Threonine. 

100 

3.1 

Arginine. 

1 80 

3.0 

Methionine. 

60 


Histidine. 

' 40 

X . 'll? 

1.04 

Tryptophane. 

15 

0.48 


* Measured by titrating the lactic acid formed. 


cations may be in the enzymes of the cells rather than in their structural proteins, 

since they were generally not extensive and also because it might be expected that 
the nature of the cellular enaiymes would vary with the available nutrients and 

other environmental factors. 

It is of interest that there is a positive correlation between the quantities of the 
different amino acids required for growth of Streptococcus faeccdis in the synthetic 
medium previously described (Stokes et al., 1945) and the amounts of these amino 
acids present in the dried cells taken from the same medium (table 4). This 
suggests that the amino acids of the medium are used primarily for synthesis of 
cellular proteins rather than being metabolized to smaller end products to supply 
the energy or other requirements of the cell. 

SUMMABY 

The quantities of ten amino acids, namely, histidine, arginine, lysine, leucine, 
isoleucine, valine, methionine, threonine, phenylalanine, and tryptophane, were 
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deterniiiied, microbiologically, in the acid or alkaline hydrolyzates of the dried 
cells of Staphylococcus aureus, Escherichia coli, Bacillus suUilis, Sireptomyces 
griseus, Saccharomyces cerevisiae, Rhodoiorula rubra, Rhizopus nigricans, Asper¬ 
gillus niger, and Penicillium notaium grown under a variety of cultural conditions. 
It was found that the amino acid composition of an organism is, qualitatively 
and quantitatively, a stable and characteristic property of the cell under fixed 
conditions of growth. Although striking quantitative differences occur between 
microorganisms, the results, in general, emphasize the similarities rather than 
the differences in their amino acid composition. Certainly no fundamental 
differences in that some amino acids are present in one organism but not in 
another were encountered. The microbial proteins do not appear to differ 
materially from plant and animal proteins, represented by wheat and beef liver. 
Fungi contain 10 to 50 per cent less, per unit of protein, of most of the amino 
acids determined than do the other microbial groups. Mold mycelium prior to 
spomlation, compared to that after sporulation, contains considerably larger 
quantities of most of the amino acids largely because of its 50 per cent greater 
protein content. The mycelium and its spores, in general, have comparable 
amino acid contents. The quantities of individual amino acids in microorgan¬ 
isms may vary mth the growth medium, aeration, and age of the cells. 
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The preservation of bacterial cultures by various means has been the subject 
of much study, and the literature has been reviewed by Morton and Pulaski 
(1938). The lyophile method of preservation, 'which involves quick freezing and 
vacuum dr;vdng, is one of the most satisfactory methods developed. It has 
distinct advantages when cultures are to be shipped to distant places because the 
small containers, in contrast to ordinary test-tube cultures, can be shipped via 
air mail at relatively low cost and without danger of contamination. The 
lyophile method also eliminates the tedious process of transferring cultures. 

There is ample evidence that many genera of bacteria can be preserved by the 
lyophile method, but little with respect to the nodule bacteria, though the suc¬ 
cessful drying of these organisms was done in the pioneer work of Rogers (1914). 
Appleman and Sears (1944) have discussed the possibility of using cultures 
preserved by the lyophile method as inoculants for legumes. Legume nodule 
bacteria lyophiled by the method of Flosdorf and Mudd (1935, 1936) were used 
in the following investigations, begun in 1939, to determine whether this type of 
storage causes marked changes in the longevity of the various groups of legume 
nodule bacteria or has unfavorable effects upon the nitrogen-fixing efficiency of 
these organisms. 

Young cultures of Rhizobium leguminosarum growm on asparagus mannitol 
media and transferred at regular intervals were emulsified in sterile distilled 
water and 0.5-ml portions pipetted into sterile cotton-stoppered 4-mm pyrex 
tubes. After being frozen quickly in glycerol and dry ice, the tubes containing 
the cultures were attached to a vacuum pump by means of rubber tubing and 
evacuated. A flask of P 2 O 5 was used to absorb moisture and hasten drying. 
When the cultures were dry, the tubes were sealed near the top by means of a 
pin-point blast burner wMe they were stiU evacuated. 

After storage in cabinets at room temperatures for 3| to 4 yearSy they were 
opened and tested for viability, purity, and ability to produce nodules on appro¬ 
priate host plants. 

Special precautions were taken on opening the tubes to avoid contamination. 
Each tube w^as marked with a file, placed in a beaker of 95 per cent alcohol for 
several minutes, and then removed, drained, broken at the file mark, flamed 
rapidly, and the contents poured into a tube of asparagus mannitol broth. The 
cultures were then incubated at 28 C until turbidity developed, after which trans¬ 
fers were made to tubes of litmus milk and agar slants. Transfers from agar 

^Published with the approval of the Director of the Station. 

209 



210 


M. D. APPLEIIAN AND O. H. SEARS 


[vOL. 52 


stock cultures of each strain were also inoculated into broth and later tested in 
litmus milk to determine the purity of the agar stock culture, which had been 
transferred at intervals, and that of the lyophiled culture. 

In a preliminary study of lyophiled cultures of Rhizohiuwi leguminosaTum^ 
isolations from a number of commercial inoculants as well as cultures from root 
nodules which had not been selected by single-cell isolation were used. Of the 
20 cultures examined, 19 showed growth in broth and 18 gave nodulation under 
greenhouse conditions. The only viable culture that failed to give nodulation 
showed peptonization in litmus milk and, on microscopic examination, proved to 
be a sporeforming rod. The examination of transfers from the original agar stock 
culture demonstrated that it too was impure. 

TABLE 1 


Comparaiive tests of lyophiled and stock cultures of Rhizohium leguminosarum for the 

inoculation of legumes 


1 

1 

PMNT 

HUHBEE 

or 

CTILTCrEBS 

USED 

TXPE or 
PBESEEVAUON 

NUMBER 1 

or j 

CULTUKES; 
PRODUaNG 
NODULES 

AVERAGE 
NUMBER or ' 
PLANTS 

PER JAR 

AVERAGE 
NUMBER or 
NODULES 

PER PLANT 

Alfalfa i 

6 

lyophile 

6 

41.1 

7.6 


6 

stock 

6 

63.6 

13.5 

Korean lespedeza 

3 

lyophile 

3 

72.8 

5.3 


3 

stock 

3 

62.5 

4.2 

Cowpea 

5 

lyophile 

4 

1.8 

51.1 


5 

stock 

4 

2.8 

37.3 

Little marvel pea 

3 

lyophile 

3 

8.0 

64.8 


3 

stock 

3 

7^0 

66.5 

mini soybean 

5 

lyophile 

5 

5.0 

17.4 


5 

stock 

5 

5.8 

18.9 

Vetcii 

3 

lyophile 

3 

11.5 

10.3 


3 

stock 

3 

14.0 

10.3 

Crown vetcb 

3 

lyophile 

3 

11.0 

19.2 


3 

stock 

3 

19.7 

18.2 

Medium red clover 

6 

lyophile 

6 

79.2 

8.3 


6 

stock 

6 

111.4 

10.3 


In order to determine whetlier lyophiling had affected nitrogen-fixing ability, 
a number of lyopMled cultures of the more common groups of BMzdbium legumino¬ 
sarum were tested in comparison with transfers from corresponding stock cultures 
which had been maintained by the transfer method from those furnishing the 
origiaal lyophiled material. Those included were alfalfa, lespedeza, cowpea, 
little marvel pea, soybean, vetch, crown vetch, and medium red clover. 

When turbidity was noticed in the tube of broth inoculated with a lyophiled 
culture, one 0.2-ml sample was pipetted from this tube and another from the 
tube in which the corresponding culture was growing, and each sample was used 
to inoculate 6-gram portions of surface-sterilized seed. These portions of seed 
were planted iu duplicate jars of sterile quartz sand. The fifth jar in each row 
of five was planted with uninoculated seed and used as a control. The sterile 
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sand was saturated with sterile nutrient solution made up of all the necessary 
elements except nitrogenj and subsequent watering was done with sterile distilled 
water or dilute nutrient solution. 

After 10 to 11 weeks the plants were w>ashed free of sand and examined for the 
size and the color of the plants, as well as for the number and the placement of 
nodules. In all cases the plants growm as uninoculated controls had no nodules 
and exhibited symptoms of nitrogen starvation, being yellow to yellow-green in 
color and smaller than the plants grown from inoculated seed. On the other 
hand, plants growm froin inoculated seed were vigorous, dark green, and well 
nodulated, whether from stock or lyophiled cultures (table 1). The fresh agar 
stock cultures wmre less effective in producing nodules on lespedeza and cowpeas 
and more effective on alfalfa and medium red clover than lyophiled legume nod¬ 
ule bacteria. On peas, soybeans, vetch, and crown vetch the two kinds of 
culture were equally effective. 


SUMMARY 

Legume nodule bacteria originally isolated from alfalfa, lespedeza, cowpea, pea, 
so 3 "bean, vetch, crowm vetch, and clover host plants were lyophiled and preserved 
for periods of 3§ to 4 years, after which their ability to grow, nodulate host plants, 
and fix nitrogen was undiminished as compared to that of corresponding stock 
transfer cultures. 
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Ever since the nonsulfur purple and brown bacteria were defined as a taxo¬ 
nomic entity—the Athiorhodaceae —^it has been recognized that one of their distinc¬ 
tions from other photosynthetic bacteria was their failure to grow in inorganic 
media even in the presence of a suitable carbon-hydrogen-energy source (“sub¬ 
strate’’); they had additional nutritional requirements which were met by inclu¬ 
sion in the medium of a small amount of yeast extract or peptone (van Niel, 1941, 

1944) . Despite this experimental imprecision, studies of these bacteria con¬ 
tributed data indispensable in erecting a satisfactory theory of the mechanism 
of photosynthesis (van Niel, 1941, 1944; Franck and Gaffron, 1941; Rabinowitch, 

1945) . The facultative aerobes in this group can gi'ow aerobically in the dark— 
an indication of the manner in which the photosynthetic and nonphotosynthetic 
ways of life may have been linked phylogenetically. This fundamentally impor¬ 
tant type of evolutionary transition has been studied intensively from the 
nutritional standpoint only in algae, algal flagellates, and their colorless counter¬ 
parts (Lwoff, 1944). It was evident from these considerations that the identifi¬ 
cation of the essential nutrients for Athiorhodaceae was of extraordinary interest 
from the standpoint of comparative cell physiolog 3 ^ 

To summarize the results of the present study: of 124 aerobic isolates tested, 
121 grew in synthetic media containing thiamine, biotin, p-aminobenzoic acid, 
nicotinic acid, or an appropriate combination of these. Different strains assigned 
by other criteria to the same species were remarkably similar in vitamin require¬ 
ments, and each of the 5 species studied had a different pattern of vitamin re¬ 
quirements. 

The technique for an investigation of unidentified growth factors should be 
rigorous enough to detect with certainty new vitamins of even greater ubiquity 
and potency than p-aminobenzoic acid, biotin, and folic acid. Procedures were 
developed which seemed adequate for the purpose and were convenient. As 
some of these methods may be unfamiliar in detail, an extended description fol¬ 
lows. 

To obtain large numbers of cells with a minimum of manipulation and a mini¬ 
mal carry-over of nutrients, and to exercise closer control over the purity of cul- 

^ A preliminary report was presented before the New York City Branch of the Society of 
American Bacteriologists (J. Bact., 51, 405, 1946). 

21 am indebted to Miss Marjorie Jane Dean of Wilmington College, Wilmington, Ohio, 
and to Miss Frances E. Carey for aiding in this work and to Dr. Mortimer P. Starr of Brook¬ 
lyn College, who, while a National Research Council fellow at the Hopkins Marine Station 
of Stanford University, forw^arded the cultures. Thanks are also due to Professor C. B. 
van Niel for making, the cultures available and for other encouragement. 
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tures, it was considered desirable to inoculate flask cultures from agar slants. 
M but 5 or 6 of the isolates grew well on moist slants, the greater number grow¬ 
ing very heavily. Screw-capped tubes proved excellent for miniinizing drying 
of the slants. After seeding, the plastic caps could be closed tightly without 
noticeable hindrance to growth. Wlren water of syneresis was insufScient, a few 
di'ops of distilled water (likewise sterilized in scre\v-capped tubes) were added. 
It was found desirable to remove the liners from the caps in order to avoid unin¬ 
tentional sealing and consequent building up of pressure differences when the 
caps were screwed on loosely for sterilization. The experiments were conducted 
with 25-ml Erlenmeyer flasks containing 10 ml of medium and capped with 10-ml 
beakers; 50-ml flasks supported growth no better. Many flasks had their rims 
ground down on a fine emery wheel to enable the beakers to fit easily. 

Inoculation pipettes were sterilized by autoclaving in individual pyrex tubes 
plugged at both ends with cotton that had been sterilized repeatedly. Dry ster¬ 
ilization led to the separation of tarry breakdown products from the cotton. The 
autoclaved pipettes in their tubes were dried at temperatures below 80 C. By 
this procedure the pipettes were not subjected to contact with metal containers, 
with risk of toxicity and of interference with experiments on trace element re¬ 
quirements. 

All media were autoclaved 10 minutes at 118 to 121 C. In preliminary trials, 
a disquieting number of air-borne contaminations were observed in the beaker- 
capped flask cultures. These contaminations were traced to the overrapid influx 
of air into flasks cooling after autoclaving and "were eliminated by allowing the 
flasks after steiilization to cool in the autoclave over a period of at least 5 hours, 
with the exhaust valve kept shut. Then, if a vacuum w^as still present, air was 
admitted very gradually. Contaminations of agar slants were similarly mini¬ 
mized by allowing the melted agar to cool in the autoclave in a slanted position 
and by then screwing the caps on tightly as the tubes "were removed. 

A potential source of error was that resulting from inapparent bacterial growth 
in components of culture media supplied from stock solutions. Even a scarcely 
perceptible growth of microorganisms in a solution, followed by their death and 
lysis and by the restoration of clarity to the solution, might furnish a significant 
residuum of growth factors. It was inconvenient to w^eigh out every component 
of the medium for each experiment, and especially inconvenient for trace ele¬ 
ments. Satisfactory preservation of highly putrescible solutions of yeast extract 
and peptones could be achieved by storing such solutions in glass-stoppered pyrex 
bottles, adding at least 1 per cent of a 1:1 mixture of redistilled CCk and toluene, 
and keeping at 6 C. These solvents were completely removed on autoclaving. 
Constant vigilance had to be exercised to detect and prevent microbial spoilage 
of solutions. For instance, solutions in pyrex bottles of salts of boron and molyb¬ 
denum acidified with HCl, but when kept at room temperature, eventually be¬ 
came contaminated despite the presence of a preservative. Subsequent ex¬ 
periments revealed that these salts had a favorable assortment of trace element 
impurities—perhaps the reason they were good substrates for the germination of 
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food-laden bacterial and fungal spores, lifter extensive trials^ it appeared likely 
that a 3:1 mixture of '/^-butyl chloride and CCh formed a more effective volatile 
preservative. 

The following simple inoculation procedure reduced carry-over effects to 
negligible proportions. A loopful of slant growth was suspended in 20 ml of the 
basal medium in a '^dilution” flask, and each experimental flask received one drop 
of this supension. From time to time carry-over effects were estimated by sus¬ 
pending a loopful of culture from a flask culture into a fresh dilution flask and by 
inoculating a duplicate series of flasks. No significant carry-over effects were 
observed. It was sometimes necessary to seed a hundred or more flasks from 
one dilution flask, using a single pipette. The risk of contamination incurred by 
this eggs-in-one-basket procedure was effectively minimized by avoidance of the 
violent air currents generated by a flame. The flame was used only for sterilizing 
the wire loop; the preparation of the cell suspension and the subsequent pipetting 
proceeded with the flame turned off. 

All cultures were grovm at room temperature (22 to 30 C) under 40-watt 
tungsten lamps at a distance of 30 to 60 cm that was arranged to furnish fairly 
even illumination. The illumination did not appear critical except in respect to 
the danger of overheating the cultures, and appeared adequate for even relatively 
dense cultures. As many of the bacteria did not grow well above 31 C, over¬ 
heating was a serious problem when large numbers of flasks were used at one time 
during the summer. 

Agar slants. Many different media proved suitable for the maintenance of 
cultures. The substrate was adequately supplied as lactate, 0.2 to 0.4 per cent, 
or malic acid (natural or synthetic), 0.1 to 0.4 per cent; occasionally Na-acetate. 
3H20,0.05 to 0.1 per cent, or Na-butyrate, 0.04 per cent, was added to malate and 
lactate media. Media not containing malate contained’ Nas-citrate .2H20,0.025 
to 0.1 per cent, to ensure full availability of heavy metals and calcium. The 
unidentified requirements were adequately supplied as trypticase (Baltimore 
Biological Laboratories), 0.1 to 0.2 per cent, or thiopeptone (Wilson), 0.1 per 
cent. Yeast extract (Difco) wns inhibitory to many strains; trypticase was non- 
inhibitory and permitted extremely good growth. The remainder of the medium 
consisted of agar, 1.5 per cent; small amounts of K2HPO4, MgS04*7H20, 
(NH4)2HP04, and Fe, 0.1 to 0.4 mg per cent; and Mn, 0.05 to 0.2 mg’per cent. 
The pH was adjusted to 6.5 to 6.8. A few isolates designated ‘'Rhodovibrio^^^ 
which appeared to be microaerophilic, and a few isolates of Rhodospirillum 
Tulrum, which, although uninhibited by air, seemed unusually sensitive to in¬ 
hibitory substances or were exacting for other reasons, were grown on the same 
media rendered semisolid by decreasing the agar to 0.2 to 0.4 per cent. 

The growth of slant cultures was usually heavy in 24 to 48 hours. They were 
then stored in the dark at 6 C. They remained satisfactorily viable for at least 
a month; indeed many strains grew appreciably during suchstorage. Cultures 

® Bjerknes, Clara A., and Hutner, S. H. Presented before the New York City Branch 
of the Society of American Bacteriologists, April, 1946. 
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older than a month were not, however, used for inoculating experimental flasks. 
There w^as no obvious impairment of photosynthetic ability as a result of this 
treatment. 


RESULTS 

Of 17 isolates previously identified as RJwdospinlhm rubrum, 15 required bio¬ 
tin; 2 did not grow in the synthetic medium. Among the isolates growing in 
synthetic media were the Esmarch, Muller, and Lister strains. The isolates not 
growing in vSynthetic media were those designated at no. 5 (E III 2.1.Lb)and no. 

8 (^^Giesberger'O- 

All 34 isolates of Rhodopseudomonas palustris required p-aminobenzoic acid 
and grew readily in synthetic media. Isolates used by Gaffron were included in 
this collection. 


TABLE 1 

Basal medium for identification of vitamin requirements 



s 


mg 

K 2 HP 04 1 

0.05 

B 

0.005 

KII 2 P 04 i 

0.05 

Ca 

' 0.5 

(NH4)2HP04 

0.08 

Cu 

0.001 

MgS04-7H20 

0.02 

Fe* 

0.2 

Lactate 

0.3 

Ga 

0.001 

N a-acetate • 3 H 2 O 

0.1 

Mnt 

0.1 

Nas-citrate *21120 

0.1 

Zn 

0.2 


Distilled water to 100 ml 
pH adjusted to 6.6 to 6.8 with NaOH 

Vitamins supplied wh^n necessary as follows: thiamine 0.1 mg, nicotinic acid 0.1 mg, 
p-aminobenzoic acid 0.01 mg, and biotint 0.4 /ig per cent. Elements obtained as metals 
were dissolved in a small amount of HGl, HNO3, or aqua regia. 

* Westittghouse high purity iron supplied through the courtesy of Mr. E. B. Ashcraft, 
t Electrolytic manganese kindly furnished by the U. S. Bureau of Mines. 
t Gift of Merck and Co., Inc. 

In the early experiments with lactate media, 14 of the 15 isolates of Rhodopseu- 
dormnas capsulatus required thianoine alone. The same batches of media had 
been successfully used in detecting the biotin and nicotinic acid requirements of 
R. gelatinosa and R, spheroides. On rechecking these early results with purer 
media containing synthetic malate, however, thiamine alone was inadequate for 
2 of the 3 isolates tested; biotin plus nicotinic acid was also necessary. Further 
work is under way to determine in what manner the vitamin requirements of 
strains of this species vary with the other constituents of the medium. The 
strain that in many experiments did not grow in synthetic media was the one 
designated as no. 26 {'^Streptococcus varians CIO’O- 
All 20 isolates of Rhodopseudomonas gelatinosa required biotin + thiamine, and 
all 17 isolates of R, spheroides required biotin + thiamine + nicotinic acid. 
Among these isolates was one designated as "Streptococcus varians (original)” 
and two designated as "Phaeomonas” 
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It is evident that success was obtained in determining the requirements of the 
aerobic strains employed other workers in studies of photos 3 mtliesis. 

Twenty-one miscellaneous unclassified isolates were assigned to one or another 
of the 5 species on the basis of vitamin requirements; a superficial examination 
showed no obvious discrepancies between the new taxonomic criterion repre¬ 
sented b}^ the growth factor requirements and the original criteria for these 
species. The diagnostic characters employed by van Niel (1944) to delimit these 
species were morphological (shape and arrangement of cells, color, and mucus 
formation, all at different pH’s), and biochemical (liquefaction of gelatin and 
utilization of various oxidation substrates). The results are summarized in 
table 2. 


TABLE 2 

Yiiamin requirGmenU of the aerobic nonsulfur fhotosyniheiic bacteria 


Rhodospirillum ruhruin . 

Rhodopseudomonas palustris.. 
Rhodopseudomonas capsulatus. 
Rkodopseudomonas gelatinosa. 
Rhodopseudomonas spheroides. 

Some strains. 


BIOTIN 

BEN20IC 

ACID 

XHLUIINE 

THIAMINE 
+ BIOTIN 

THIAMINE 
-F BIOTIN 
4- NICO¬ 
TINIC ACID 

+ 

4- 
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DISCUSSION 

The uniformity of the vitamin requirements suggested that there might have 
been some duplication of strains. There was, however, considerable color and 
inorphological variation among isolates vithin each species—a good indication 
of heterogeneity. Also manj^ of the isolates were obtained from different locali¬ 
ties and by different enrichment procedures. Most of the isolates studied here 
were obtained by Foster (1944), who used a variety of alcohols as enrichment sub¬ 
strates. In keeping mth the taxonomic scheme proposed by van Niel (1944), 
Rhodopseudomonas palustris and Rhodospirillum mbrum thus form two distinct 
and rather homogeneous species, standing apart from each other and from the 
group represented by the rather similar Rhodopseudomonas capsulaius, R. gehn 
iinosa, and J2. spheroides. It is remarkable that no isolates were found without 
vitamin requirements, and that each of the 5 species should have a different vita¬ 
min requirement, considering how few growth factors were involved. The 
results thus furnish a neat example of how nutritional data may support taxo¬ 
nomic surmises based on other biochemical and morpholo^cal criteria. It will be 
of interest to determine whether the vitamin requirements are the same for cells 
grown in the dark, or in anaerobiosis. The problems of the nutrition of the 
obligate anaerobes and of the more exacting aerobic strains remain for the future. 

The absence of any amino acid requirement, despite the presence of so many 
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vitamin requirements, is an unusual state of affairs in microbiology. The stim¬ 
ulating effect of protein hydrolyzates, noted earlier (Hutner, 1944), disappeared 
when basal media were developed that contained good substrates and adequate 
amounts of trace elements. 

It proved very difficult to duplicate in synthetic media the favorable effects of 
amino acids and protein hydrolyzates. The conclusion became inescapable after 
very many experiments that the limiting factors for growth, in the absence of 
compounds of biological origin, were likely to be essential elements as yet un¬ 
identified but occurring as extraordinarily potent impurities in the usual cp grades 
of trace elements. 

Trace element requirements. Paradoxically, organisms with simple growth 
requirements present difficulties perhaps not fully appreciated by workers whose 
principal experience has been with forms having complicated organic require¬ 
ments. Many compounds of biological origin commonly used in culture media, 
particularly those with metal-complex-forming groups, are heavily contaminated 
with essential trace elements; asparagine, glutamate, and sugars are noteworthy 
in this respect. Nearly all the photosynthetic bacteria here studied could be 
grown in media containing as sole organic constituents synthetic vitamins con¬ 
tributing an insignificant amount of trace elements, plus carbon-hydrogen-energy 
sources in the form of fatty acids or alcohols rendered metal-free by distillation. 
Hence in replacing biological materials such as yeast extract, peptones, natural 
amino acids, and protein hydrolyzates with purified sjmthetic compounds, it 
became necessary to make a special effort to provide adequate amounts of the 
trace elements required. The success of the medium described in table 1 was 
shown by later experiments to depend on some largely unforeseen factors: 

(1) The lactate (prepated by neutralizing reagent lactic acid with ordinary 
reagent grade NaOH) was heavily contaminated with favorable trace elements. 
The source of this contamination was probably not only attributable to the bio¬ 
logical origin of the lactic acid, but also to the calcium or zinc salts through which 
the lactic acid was purified and to the NaOH used for neutralization. Commer¬ 
cial salts of calcium and zinc, and ordinary NaOH appeared to be good carriers 
of essential trace elements. Lactate was utilized with a readiness unsurpassed 
by any other compound tested and, unlike the fatty acids, was completely devoid 
of inhibitory properties, even in relatively high concentrations (0.3 to 0.5 per 
cent) and through a wide pH range (6,3 to >8.5). 

, (2) The trace element supplement supplied the elements known or suspected to 

be essential in amounts clearly in excess of the true quantitative requirements for 
these elements. Later work with purified media indicated that these excessive 
concentrations of heavy metals were really necessary to provide adequate 
amounts of the essential but unidentified elements with which they were contam¬ 
inated. The iron, zinc, and manganese were especially favorable, and could be 
increased manyfold without toxicity and with some betterment of growth as long 
as they did not give rise to precipitates; in fact they appeared to protect the bac¬ 
teria against toxic heavy elements. This effect was shared to a greater or lesser 
extent by samples of several other elements, among them cobalt, vanadium, 
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molybdenum, nickel, iridium, and rhenium. Gallium and scandium and the 
usual trace elements were not limiting factors in these experiments. 

With the increasing use of glass, stainless steel, and ^^dedonized^^ water in the 
chemical indiistiy, it is likely that in the future the chemicals used by the micro¬ 
biologist will be much purer than those now prevailing. Hence the problem of 
trace element requirements will become more troublesome until much more in¬ 
formation is gained about these elements. Since there appear to be great varia¬ 
tions in the amount of essential trace elements fortuitously present in reagent 
grade chemicals, different laboratories studjdng the same organisms grown in 
simple media are likely to have difficulty in reproducing one another’s results. 
A case in point is provided by Azotobacter, as reported by Burk and Burris (1941). 
Hence, in order to enhance the reproducibility of this wmrk, great attention had 
to be paid to the trace element requirements. These studies are continuing. 
The necessity of further information in this direction was emphasized by Emerson 
and Levis (1939), who found that the efficiency of photosynthesis in Chlorella 
was directly dependent on the supply of essential but poorly identified trace 
elements, 

A potential source of error remaining to be evaluated was that forthcoming 
from the presence in the medium of citrate—a biological product. The citrate 
filled an indispensable function; by forming soluble co-ordinate complexes with 
essential metallic elements, it kept them from becoming unavailable by precipita¬ 
tion as highly insoluble phosphates and hydroxides. This need is not usually 
obvious when the complex media are used, as certain amino acids are efficient 
compex-formers (Johnson, 1943; Smythe and Schmidt, 1930). The need for 
complex-formers of the citrate type was intensified for the nonsulfur photosyn- 
thetic bacteria by the high calcium requirement exhibited by many of them, the 
absence of amino acids from the media, and the alkalinization of the media when 
they were grown on media containing utilizable organic acids. Fortunately, s:>m- 
thetic malic acid, a fairly good complex-former, was available and w^as well 
tolerated by the bacteria in experiments to determine whether the citrate was 
contaminated by any vitamins. Tests on 5 isolates of each of the 5 species 
yielded with malate the same results as w^ere earlier found with lactate-citrate 
media, except for the instance already mentioned of certain isolates of R, mp- 
mlatus. At any rate, the citrate did not harbor any \dtamins needed by the 
bacteria. 

The calcium requirement. There was considerable variation in the calcium 
requirement from one strain to another. For some it was indispensable, e.g., 
certain strains of Rhodopseudomonas capsulatus and Rhodospirillum rubrwn; yet 
for others it was not clearly demonstrable, as with certain strains of B. palustris. 
No calcium requirement was noted for Protaminobacier dbm and ChloreUa 
grovm in the same media. Yet many quantitative experiments demonstrated 
that, when a calcium requirement was demonstrable at all, it was rather high, 
about 0.5 mg per cent. It was eventually realized that in order to judge the 
genuineness of the calcium requirement many factors had first to be evaluated; 
among the foremost, the impurities in calcium. At least 20 elements tend to be 
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coprecipitated with calciunij and, as commercial calcium is itself in the last analy¬ 
sis the product of a biological enrichment from sea water, there is ample oppor¬ 
tunity for contamination to occur; indeed certain rare earth elements are detec¬ 
table in all calcium compounds (Sandell, 1944). A sinailar problem had been 
noted for Chlorella: Emerson and Le^\is (1939) noted that photosynthesis was 
higher in media containing calcium carbonate, yet Trelease and Selsam (1939) 
obtained excellent growth in the absence of calcium. The disputed role of cal¬ 
cium in the metabolism of Azotohacter represents another parallel problem. 

It may be gathered from the foregoing discussion that the identification of the 
organic requirements for the nonsulfur bacteria is but a prelude to the attack on 
the far more difficult problem of the inorganic requirements for growth and, more 
narrowly, for photosynthesis. These bacteria are, as pointed out by Foster and 
by van Niel, excellent subjects for such studies. Their rapid, heavy growth at 
room temperature, their utilization of distillable organic substrates, and their 
indifference to aeration in the presence of light and suitable substrates—all con¬ 
tribute to this suitabilit 3 \ In the later phases of this work, growth in synthetic 
media equaled that in media containing bacteriological peptones or east extract, 
but this goal has not yet been achieved vith certain more highly purified syn¬ 
thetic media—an indication, if one were needed, that much remains to be done 
before the optimal conditions for growth of even the least exacting organism can 
be accurately defined. 


SUMMARY AND CONCLUSIONS 

Investigation of 124 isolates of aerobic nonsulfur purple and brown bacteria 
revealed that Rhodospirillum ruhrum required biotin; Rhodo^pseudomonas palus- 
iriSf p-aminobenzoic acid; Rhodopseudomonas capsulatus^ thiamine and, in cer¬ 
tain media, biotin + nicotinic acid in addition to thiamine; R, gelatinosa thia¬ 
mine + biotin, and R. spheroides thiamine + biotin + nicotinic acid. One 
strain of i£. capsulatus and 2 strains of Rhodospirillum ruhrum appeared to have 
additional requirements aside from the carbon-hydrogen-energy source. 

By the provision of suitable trace elements it was possible to grow the bacteria 
in media containing no organic constituents of biological origin. Some strains 
had an ostensible requirement for calcium. 

The necessity of a better knowledge of inorganic requirements was emphasized. 
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In view of the marked acti\dty of streptomycin in vitro against a number of 
species of organisms relatively resistant to penicillin^ such as Escherichia coli 
(Schatz, Bugie, and Waksman, 1944), certain of the Salmonella (Robinson, 
Smith, and Graessle, 1944), Klehsielia pneumoniae (Donovick, Harare, Kava- 
nagh, and Rake, 1945), and Mycobacterium tuberculosis (Schatz and Waksman, 
1944), as well as its in vivo therapeutic behavior against such infecting agents 
(Jones, Metzger, Schatz, and Waksman, 1944; Robinson, Smith, and Graessle, 
1944), investigations of this antibiotic as well as of the characteristics and growth 
requirements of the causative organism, Strepiomyces griseus, are now being vig¬ 
orously investigated in many laboratories. Cherdical studies on streptomycin 
have already resulted in the preparation of crystalline derivatives (Fried and 
Wintersteiner, 1945; Kuehl, Peck, Walti, and Folkers, 1945). 

Schatz, Bugie, and Waksman (1944) state that the production of streptomycin 
by Strepiomyces griseus requires in the culture medium the presence of a specific 
growi:h-promoting substance supplied by beef extract or corn steep liquor. The 
medium recommended contained peptone, beef extract, glucose, and sodium 
chloride. We have studied various other materials as sources of nutrition for 
Strepiomyces griseus and have found that it is possible to devise media including 
neither beef extract nor corn steep liquor that yield as much as 250 units^ of 
streptomycin per ml, and from w^hich streptomycin is recovered more readily in a 
purified state. The latter advantage arises because certain of the basic con¬ 
stituents of beef extract are concentrated in a manner similar to that of strep¬ 
tomycin and are found as impurities in the end product. The present paper 
deals chiefly with media emplo 3 dng soybean meal as the source of nitrogen. 

The experiments described below 'were all conducted in a uniform fashion. A 
dilute suspension of S, gnisem spores was prepared by suspending in distiHed 
water the surface growth of this organism grown on Krainsky's asparagine gjucose 
agar. Since the spores wet with great diflSiculty, the suspension was shaken with 
glass beads for half an hour. The resultant even suspension was stored at 4 C 
and Tvas used for some months to inoculate the various media tested. 

The media to be tested were dispensed in 200-ml amounts in the earlier experi¬ 
ments, and later in 100-ml amounts in 500-inl Erlenmeyer flasks. After being 
autoclaved, each flask was inoculated with 0.5 ml of spore suspeimion. The 

^ This is an average peak figure for medium no. 8. Individual shake flasks have on 
occsasion been found to contain more than 350 units per ml of broth, 
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flasks were then incubated at 24 C on a shaking apparatus oscillating approxi¬ 
mately 100 strokes per minute. 

From the thii’d through the sixth or seventh da^^s of incubation^ samples were 
taken daily for pil determination and streptomycin assay. The samples were 
clarified by centrifugation; the supernatant fluids were removed and heated in a 
boiling water bath for two minutes and assayed by the 2-mi broth dilution method 
(Donovickj Hamre, Kavanagh, and Rake, 1945). The constituents of the media 
employed and the streptomycin concentrations obtained in the various broths 


TABLE 1 

Stre'pt07nycin ‘production in various media 


ME¬ 

DIUM 

NO. 

CONSTITUENTS* 

NO. OE 
EEPLI- 
CATE 
FLASKS 

VOL, OF 
MEDIUM 
PEE 
FLASK 


DAYS OF INCUBATION 

Soybean 

mealf 

Glucose 

Beef 

extract 

Sodium 

chloride 

3 

4 

s 

6 

7 



% 

% 

% 


ml 







1 

1.5 

1.0 



2 

100 

pH 

6.8 

7.0 

6.9 

7.5 

7.8 








u/mif 

1.6 


5.7 

5.7 

9.8 

2| 

1.5 

1.0 

0.5 

0.5 

4 

200 

pH 

7.0 

7.1 

7.4 

7.2 

7.4 








u/ml 

6.1 

10.7 

27.2 

37.4 

73.2 

3 

1.5 

1.0 

0.1 


3 

100 

pH 

7.3 

7.8 

S.2 

8.3 

8.5 








u/ml 

37.1 

44.1 

96.2 

121.0 

114.0 

4 

1.5 

1.0 

0.1 

0.5 

6 

100 

pH 

7.1 

7.7 

8.2 

8.4 









u/ml 

123.5 

147.0 

146.0 

158.0 


5 

1.5 

LO 

0.2 

0.5 

5 

100 

pH 

6.8 

7.7 

8.2 ' 





1 





u/ml 

69.2 

156.0 

160.0 



6§ 

1.5 

LO 

0.5 

0.5 

7 

100 

pH 

7.2 

7.9 

8.3 

8.6 









u/ml 

41.5 

100.0 

168.0 

181,0 


7 

1.5 

1.0 


0.5 

16 

100 

pH 

7.1 

7.6 i 

8.1 

8.3 









u/ml 

120.5 

170.0 

187.5 

212.0 


8 

1.0 

LO 


0.5 

6 

100 

pH 

7.0 

7.1 I 

7.4 

7.9 

8.3 








u/ml 

129.0 

148.0 

201.0 

236.0 

237.0 


* Made up in distilled water. 

t The soybean meal employed contained from 41 to 44 per cent protein. 

t Units streptomycin per mi broth. 

§ Media ‘‘2’’ and “6” were the same except that “2** was dispensed in 200 ml per flask 
while ‘‘6”' was in lOO-ml amounts. 

are shown in table 1 and figure 1. These data represent a summary of the results 
of many replicate experiments. 

Under the conditions employed in these studies the volume of medium per 
flask was extremely important. For example, in medium no. 2 the average flask 
yielded in the broth only 73.2 units of streptomycin per ml in 7 days, rising to 
140 units per ml at a later date. When only 100 ml of the same medium was 
employed per flask (see no. 6), the average flask contained 181 units per ml of 
broth on the seventh day. Consequently, in most of the experiments only 100 
ml of medium per 500-ml Erlenmeyer flasks was employed. 

If the media are considered in the ascending order of activity obtained in the 
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broths it will be noted that a medium consisting of only soybean meal and glucose 
(no. 1) is distinctly deficient, yielding less than 10 u per ml in 7 days. The addi¬ 
tion of 0.1 per cent beef extract but no sodium chloride (no. 3) improves the 
medium considerably but is only approximately half as effective as adding sodium 
chloride and no beef extract to a soybean glucose preparation (nos. 7 and 8). It 
would appear from these results that beef extract may supply certain necessary 
salts but is otherwise not required when soybean meal is employed. In fact, when 
media 4, 5, and 6 are compared with 7 and 8 it appears that the addition of beef 



— Days of incubation —^ 

Fig. 1. Steeptomyoin PEontrcTiOH in Various Media 


extract to a soybean meal, glucose, sodium chloride mixture is somewhat detri¬ 
mental to the rise in streptomycin content in the broth. We have routinely ob¬ 
served that the rise in activity in a culture of S. griseus is greatest during or 
shortly after sporulation has begun. Thus, whereas mycelial growth is excellent 
in the presence of beef extract, sporulation is delayed. This may account for the 
lower streptomycin yields obtained in broths nos. 4, 5, and 6. 

Preliminary studies have shown that substitution of the sulfate ion for the 
chloride ion in the salt added to soybean medium causes no appreciable change in 
the streptomycin concentration obtained in the broth. On the other hand, sub- 




GEOFFREY RAKE AND RICHARD DONOTICK 


226 

stitution of magnesiiim for the sodium ion gave 
tions. 
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lower streptomycin concentra- 


SUMMARY 

The volume of medium in shake-flask cultures of Streptomyces griseus plays an 
important role in the concentration of streptomycin obtained in the broth. 

Beef extract is not required for streptomycin production in a medium contain¬ 
ing soybean meal, glucose, and sodium chloride. In fact, the addition of beef 
extract to such a medium in shake flasks delays somewhat the production of this 
antibiotic. 

It is necessary to add an inorganic salt, e.g., sodium chloride, to soybean meal 
media for streptomycin production. 

Preliminary studies indicate that sodium sulfate may be substituted for sodium 
chloride, but the substitution of magnesium chloride for either of these two elec¬ 
trolytes gives lower streptomycin 3 delds. 

Beef extract may supply a certain amount of the salt required in a soybean 
meal medium. 
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In a study on the proteinases of food spoilage organisms it was observed that 
Bacillus subtilis failed to produce substantial amounts of proteinase in aerated 
nutrient broths prepared from Difco peptone and beef extract and from Difco 
deh^^drated nutrient broth but that the organism showed slightly increased 
growth and good proteinase production when grown in nutrient broth con¬ 
taining Armour or Witte products. The deficiency was traced to the ash con¬ 
stituents in the latter nutriments and was found to be due, at least in part, to a 



Fig. 1. Effect of Mn and Otheb Trace Elements on Proteinase PBODtrcriON 
Digestion of casein in 5 ml of buffered 1% solution by 2 ml cell-free culture liquid acting 
100 minutes at 30 C. Proteolytic activity measured as differences in percentage of trans¬ 
mittance of sulfosalioylic-acid-treated samples in Coleman Universal Spectrophotometer. 
A, Armour broth; B, Difco broth; C, Difco broth + Mn; D, Difco broth -4* Mn, Zn; 
Difco broth + Mn, Cu, Zn, B; F, Difco broth Mn, Zn, Cu, B, Ti, Ni, Co, Mo, Br, I. 

^ The subject matter of this paper has been studied in co-operation with the Quarter¬ 
master Corps Committee on Food Research. 
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lack of manganous ion (figure 1). Substantial proteinase formation may be 
obtained in Difco broth merely by adding 0.05 to 50 mg of MnS 04 -H 20 per 
liter. The optimal concentration of added manganous salt appears to be ap¬ 
proximately 5 mg per L. AVhen manganous sulfate was added in comparable 
quantities to poorly proteolytic culture liquid at the end of the growth period, no 
increase in proteinase activity resulted. Therefore, the added manganese ap¬ 
pears to function during the elaboration of the enz^^me and not merely as an 
activator of the proteinase system. 

Elements which do not replace the maganese effect are zinc, copper, iron, boron, 
magnesium, and calcium. Proteinase production seemed slightly greater, how¬ 
ever, when a mixture of MnS 04 TioO and ZnS 04 * 7 H 20 were employed instead 
of MnS 04 -H 20 alone. It was still further improved upon addition of various 
combinations of the elements Mn, Zn, Cu, B, Ti, M, Co, Mo, Br, and I, now 
being used by Professor C. B. Johnson in studies on plant nutrition (figure 1). 
The desirability of Mn (and also Fe) in culture media intended for the pro¬ 
duction of bacterial proteinases by Bacillus suhiilis has previously been in¬ 
dicated (^^allerstein, 1939; Boidin and Effront, 1930). However, Haines (1931) 
described protease formation in synthetic media in the absence of added Mn 
and Fe. 

^ When cultures are constantly agitated, the proteinase content of the centri¬ 
fuged broth is maximal within 2 or 3 days. Stationary cultures require more 
than 6 days for maximum proteinase accumulation, and less total proteolytic 
activity is obtained. The rapid growth and increased crop of highly aerobic 
organisms obtained in aerated cultures may call attention to nutritional de¬ 
ficiencies in culture media that appear adequate for stationary growth. 

REFERENCES 

BoidiNj A., AND Effront, J. 1930 Method of producing bacterial enzyme preparations. 
U. S. Patent 1,744,742. 

Haines, R. B. 1931 The formation of bacterial proteases, especially in synthetic media. 
Biochem, J., 25, 1851-1859. 

Waelerstein, L. 1939 Enzyme preparations from microorganisms. Ind. Eng. Chem., 
Ind. Ed., 31, 1218-1224, 



A NEW LABORATOEY FERMENTER FOR YEAST PRODUCTION 

IN^HESTIGATIONS 

IRVIN G. FEUSTEL and HARRY HUMFELD 
Western Regional Research LaboratoryAlbany, California 

Received for publication May 7, 1946 

Previoiish" described laboratory 3 'east fermenters have not proA'ed entirely 
satisfactory, chieflA^ because it has been extremely difficult if not impossible to 
obtain a sufficiently fine and uniform dispersion of air by means of sintered glass, 
porous ceramic discs or tubes, canvas bags, or similar devices commonly used 
(Colonial Food Yeast Limited, 1944; Fink et aL, 1941; Nolte et al., 1942; Pavcek 
et aL, 1937; Peterson ei aL, 1945; Stubbs, Noble, and Lewis, 1944; Willkie and 
Kolachov, 1942). Foaming may also become veiy troublesome, especialN if 
high aeration rates are used. Most investigators have apparently focused their 
attention primarily upon total yields (Fink et aL, 1941; Peterson et aL, 1945) 
or upon vitamin content (Pavcek et aL, 1937; Scheunert et aL, 1939), and it has 
generally been assumed that aeration was adequate at all times. The importance 
of aeration has, however, been emphasized in a general review of the subject 
(De Becze and Liebmann, 1944). 

Observations made in this laboratory- in connection with the development of a 
process for utilizing fruit wastes for yeast production led to the tentative con¬ 
clusion that the attainment of high yeast ceH concentrations in the culture liquid 
is dependent upon the effectiveness of aeration. A new laboratory fermenter 
was developed to test the validity of this conclusion, and it was found possible, 
by improvement of aeration, to obtain cell concentrations well in excess of those 
heretofore considered as the maximum and at the same time to maintain a normal 
propagation rate. This paper descnbes the new fermenter and presents some 
of the preliminar}’' results obtained. 

DESCRIPTION OF FERMENTER 

Tlie fermenter vessel consists of a standard section of pyrex pipe approximate!}^ 
30 inches long and 3 inches inside diameter. The flanged ends of the glass pipe 
are fitted with gasketed metal covers, preferably constructed of stainless steel. 
The bottom cover provides an opening for the introduction of air and another 
for the withdrawal of samples. The top provides for the exit of air and for the 
introduction of supplemental nutrients. 

The fermenter is fitted with a motor-driven stirrer. The stirring shaft and 
baffle assembly, constructed of stainless steel, is essentially a unit, and forms an 
integral part of the top cover, TMs feature minimizes alignment difficulties 
in the operation of the stirrer. The baffles, which consist of three equidistant 

^ Bureau of Agricultural and Industrial Chemistry, Agricultural Research Administra¬ 
tion, U. S. Department of Agriculture. 

* Unpublished data obtained by I. G. Feustel and J. H. Thompson of this laboratory. 
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l-iiich strips bent in a right angular form, are fastened directly to the top cover 
and are held rigidly in place by two supports that also serve as guide bearings for 
the stirring shaft. One of these supports is placed at the bottom end and the 
other approximately at the midpoint of the bafHe assembly. A propeller (2| 
inches in diameter) for dispersing air is mounted on the stirring shaft immediately 
below the bottom guide bearing. Three additional propellers (2| inches in 
diameter) for aiding in air dispersion and mixing of the fermenter contents, are 
mounted at appropriate space integrals on the shaft. The design of the pro¬ 
pellers seems relatively unimportant, but the stirring must be at high speed in 
order to accomplish the desired degree of air dispersion. A foam breaker is 
mounted on the shaft near the top of the fermenter and consists of four rec¬ 
tangular bars, each bent to an angle of about 45 degrees at the junction with the 
shaft but kept parallel to the plane of the culture liquid surface. This device 
not only breaks the foam of yeast cultures very effectively but also aids in mixing. 
The motor (1,550 rpm) is supported on the top cover and is held in place by 
means of clamps. It is connected to the shaft through a flexible coupling. 

The entire fermenter assembly may be taken apart readily for cleaning, re¬ 
placement or adjustment of parts, etc., or it may be disconnected from the 
motor and sterilized intact. The operating capacity of the fermenter ranges from 
approximately 600 to 2,000 ml. 

EXPERIMENTAL PROCEDURE 

Cultures of bakers^ 3 ^east, Saccharomyces cerevisiae, and Torulopsis utilis 
(Northern Regional Research Laboratory no. Y-900) were used for investigating 
the performance of the new fermenter. The procedures used for preparing 
inocula and media and for the conduct of propagation experiments were essential¬ 
ly similar to those previously described (Stubbs, Noble, and Lewis, 1944). 

Yeast volume was used as a measure of the concentration of yeast cells in the 
culture liquid and as a means of estimating the growth or propagation rate. 
It was determined by centrifuging culture liquid in 15-ml graduated tubes, in 
duplicate, 4 minutes at 2,480 times gravity and was recorded as milliliters of 
yeast. The dry weight of the yeast was determined by carefully pouring off the 
supernatant liquid, resuspending the yeast in distilled water; and again centri- 
fuging. The washing was repeated, and the centrifuged yeast was finally dried 
to constant weight in an oven. The average dry weight of yeast per ml of yeast 
volume was 0.22 g for 5. cerevisiae and 0.20 for T\ uiilis. 

The propagation or growth rate as used in this report is the percentage in¬ 
crease in the dry weight of yeast during 1 hour of growth. It is calculated from 
the difference in total yeast present in a culture at the end of any given hour as 
compared with the total present at the beginning of the hour. The yeast volume 
readings are used to estimate the respective weights of dry yeast. The calculated 
propagation rates are subject to some error because of inherent errors in yeast 
volume determinations, but the values provide a convenient means of appraising 
the progress and the final results of an experiment. Such values are probably as 
accurate those obtained from actual cell counts. 
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Operation of fermenter. The initial nutrient solution (500 to 1,000 ml) which 
was prepared by diluting strong wort and wliich contained approximately 0.5 per 
cent sugar, together with a measured ciuantity of yeast inocuiuni, ivas placed in 
the fermenter through the funnel at the top. Stirring and aeration Avere started 
immediately. 

The pH of the culture Avas determined eAm*y 15 or 30 minutes and aaus main¬ 
tained at 5.0 to 5.5 by the addition of ammonia. Wort aaus added dropAAuse into 



Fig. 1. New Laboratory Fermenter 

the fermenter from a separatory funnel at a rate estimated to be sufficient for 
maintaining maximum groAvth of yeast during the progress of the experiment. 
Yeast Amliime readings AAure made eAmy hour. The temperature aaus held at 
30 C by means of a AAmter bath in which the loAA^er part of the fermenter was 
immersed. 

After exploring a wide range, the rate of aeration adopted for routine use was 
approximately 1 liter of air per minute for each 10 grams of yeast (dry w'eight) 
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coiii.auKHl ill tlu: iomK^ulxM*. A woi-iost i^a.s iu(‘(Fr wiis uscm! In tiiDasiirr ihe air, 
'which was s'lipplied from a. 2-irK*.li iua,uifol<l uiaka* JO |')ounds of prcNsstirc^ |)er 
sqiia-rc‘ a,iid r(‘gi!lahod by mca.as of a. lUH'dlo va.lvca li'i ordca’ lo ininiinizc^ 
cwai'pora.tioD Inssc^s, a. ,t»;a>s-'\va,shinj>: hoffh^ was us<‘d f.o add nioishirr lo llio air Iho 
forc ii ciiiorcd tlui fcamuM'ii'Ca'. 

KKSl'l/rs 

A comparison 'wa,s ina,d(^ IndAvt^ai the r(\sul(.s ohiahu'd wills 1\ Niil/Sj using llir^ 
lU'w fcniKailcr dcscrilxMl in this fia.per aJid a. jircviously us(m 1 haisHasltaa 1fh(‘ 

TA1P5C I 

l/ow./xrr/.svo/, of noin Jcrtnciildr (air dlt^peryicd hii tucchuntcid (Ujlliilion) inlh., old ft'rnuoiln" 
(air (llsp€r,s(ul />// rfisr.) for propdfifflion of 'I'oridoprdia nil!la 


NKW FKKMKNTKR j I'Kinn'.NTKfi 


TIM K 

'Polill \ul. 
of calliirK* 

YcUMt, 

v'olunio 

'rola,! yra.sl, 
(.dry wO 

lion ra.lt* 

(hourly 

ytasi 

incrtaM*) 

'I’otal vol. 
of ( 111 lure 

VeasI 
\ ttliimi' 

Tol.il }, r.i:4 
mIi'V V, I ) 

I'iojta,;'.'! 
titin rah, 
i hourly 

iiN n‘aN(‘ 

hr 

m! 

nil 


','1 

nil 

ml 


•'f 

0 

77)0 

0.30 

3.0 


3,750 

0.3(1 

15,0 


1 

750 

0. 12 

4.2 

40 

3,750 

0.31 

17.0 

13 

2 

7 5<S 

0.57 

5.S 

3S 

3,775 

0.13 

2! .0 

27 

3 

700 

0.S2 

S.O 

1 

3,.S50 

0.0! I 

31 .3 

45 

4 

S3S 

l.IO 

12,3 

i 43 

4,0()0 

0.77 

41.1 

31 

5 

OlH 

1.53 

IS.O 

51, 

4,200 

1.00 i 

50.0 

30 

(> 

1,030 

2.00 

27.5 I 

IS 

1,425 

1.2S ; 

7 5 , 5 

35 

7 

1,220 

2.50 1 

10.7 

■IS 

4J35 

1.54 

07.2 

5 20 

S 

1,155 

2.00 i 

50.3 

3S 

1,000 

1.07 

110.5 

: 14 

0 

1,720 

i 3.43 

7S.7 

40 ! 

5,100 

l.SO 

122.5 

: 11 

10 

2,000 

3.70 

101.5 

20 

5,100 ^ 

L05 

132.5 

s 


Stl(VlMAUIZKI> NKW KKKMS'.NTKH 

ToOli sa^ar supplisMl. IPO fj; 

Di’y yeast prosliaaMi... 0S.r> 

Yield of y(\ast (basKMl on. sugiu’ mipidisal). ♦>! .S 

lnerea.s(i of yecnst ovca* iacxaihini............. 32.S X 

.Average propstgaliosi rale (fioarly itujrease},. 12.3 % 


22.5 g 

117.5 g 
5L5 y. 

7.S X 
21.0 


latter has been descril'XHi (Stubbs, Nobh^, a,nd Lewis, 104-1) UiUd (xsusist.s sssscmi-iaily 
of an upright copper tube 3b imOicstall by 0 inelies in dia,ni<4(a‘ with a. working 
capacity of 8 to 10 liters. A 4-iiicb porous dis(i (“alfra-x/'* (;oa.rvS(^ grad(^) is liiOcxl 
in a false bottom at the base of tluj tulie and s( 0 ’V(^s to <lisp(ws(^ th(^ a.ir for anra-iiom 
A water jacket pixwides control of tempera,turen rc^sulis (tal)Ie 1) iiidiixUn 

the marked superiority^ of the new fermenter employing ine<4ia,nica.l agilafi<,)u for 
air dispersion with respeert to a continued higher i')i‘o])aga.iion rafi^, :tnd |:)a,rt.i(un 
laiiy to tlK) ai'f;ain.meiit of a much highei* 'lina,l yeu.s't, volume. 

The progressive dcMU’eaise in growtii ra,,t(^ after the sixth, hour in tfu* h‘ruu,mt'.er 
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previously used is a phenomenon that is associated with inadequate aeration and 
one that has been noted in numerous yeast-culturing experiments. The rate of 
aeration used in the old fermenter in terms of total yeast present was well in ex¬ 
cess of that used in the new fermenter in order that the volume of air in the 
former might be sufficient. The observed differences in results between the old 
(porous disc type) fermenter and the new (mechanical agitation type) fermenter 
are therefore regarded as being primarily due to the manner of dispersion of air. 

Saccharomyces cerevisiae was cultured in molasses and in asparagus Juice media 
to demonstrate the possible usefulness of the new fermenter for use in research in 
connection with the propagation of bakers^ yeast (table 2). 

The asparagus Juice appeared to be a better culture medium than the molasses, 
as shown by the fact that the average propagation rate was 31.0 per cent in the 
former as compared with only 24.0 per cent for the latter. A more striking 
difference is revealed by comparing the respective dry weights of yeast produced 
in 12 hours’ time. The increase of dry yeast was 23.8 times the weight of the in¬ 
oculum in the asparagus juice but only 12.1 times that in the molasses. 


TABLE 2 

Comparison of molasses with asparagus butt juice media for propagation of Saccharomyces 

cerevisiae in new fermenter 


SUMMARIZED DATA 

MOLASSES MEDIUM 

ASPARAGUS JUICE MEDIUM 

Total sugar supplied (12 hr). 

68,8 g 

150 g 

Dry yeast produced. 

31.5 g 

69.3 g 

Yield of yeast (based on sugar supplied). 

45.8 % 

46.2 % 

Increase of yeast over inoculum. 

12.1 X 

23.9 X 

Average propagation rate (hourly increase).. 

24.1 % 

31.0% 


It should be pointed out that differences obtained in comparing different 
media, as noted above, or that may be obtained in evaluating various nutri¬ 
tional or environmental factors in propagating yeast are likely to be at least 
partially obscured when the conventional type of fermenter is used, wherein 
aeration (air dispersion) is a limiting factor. 

mSCTTSSION 

Yeast volumes of T. utilis of about 3.6 ml per 15 ml of culture liquid were ob¬ 
tained in the new fermenter with the propagation rate maintained at 40 per cent 
or more per hour. An average of approximately 4 billion cells per ml of culture 
liquid were found by direct microscopic count to correspond to the yeast volume 
of 3.6 ml. This appears to be twice the cell concentration previously reported 
as a maximum by Thaysen (1946), who has shown that a cell concentration of 
about 2 billion cells per ml represents the upper limit for maintenance of the 
normal growth rate, using ceramic blocks for air dispersion. 

A yeast volume as high as 4.75 ml was reached in one experiment which was 
started with a relatively large inoculum, but the usual propagation rate could 
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not be Hiaintained at levels much above 3.6. This result suggest tlie possibility 
of still further improvement in air dispersion. Other factors, liowcn’-er, niJiy 
influence the propagation rate adversely at such extreniel,y Iiigb (‘oiieentrations 
of yeast cells. 

lire effects of violent agitation caused by the rapid raex'luuiieal stirring in the 
new fermenter, as compjired with the ofh^cts of mild agit-aiion iua'oinpjiirviiig 
ordinary aeration, cannot be evaluated separately from ihe> influewx:' of iiU” 
proved air dispersion on yeast growth. The rates of yeast propagation ol)S(U’ve(l 
in the new fermenter are probably not significantly greater than coin|‘)arable 
rates obtained with equipment employing ordinary aeration at low cell concxai" 
trations where such aeration is adequate. Therefore the finer and moi'c uniform 
air dispersion effected by mechanical agitation rather than rneclianii^al agitation 
itself is regarded as primarily responsible for the excclleni; results olvtaiiUKl. 

Use of the new fermenter should permit nutritional and rclatnd irixandvigations 
to be conducted with greater confidence than heretofore, becumsc^ aera tion is more 
nearly optimum. The apparatus will probably also be found usdul for ihv. in¬ 
vestigation of various microbiological fermentations, such as thc,^ sul)m(‘rg(Ml 
culture production of antibiotics by certain bacteria and molds. 

SUMMARY 

An improved laboratory fermenter for the culturing of yeasl, <mi|)loy!!ig m(3- 
chanical agitation for the dispersion of air, witii an operating ca.|,)a>city of 500 to 
2,000 ml, has been described. 

The results obtained in propagating Torulopsis utilis were iiiarkedl}’* supiaior 
to those obtained with a previously described fermenter employing a, porous disc 
for air dispersion. 

Cell concentrations of 1\ utilis approximately t'wicc as high as tliose pnwdously 
reported were obtained in the new fe.rment-er without diminisliing tla:^ :iV(U’ag() 
propagation rate. 

The more nearly optimum cultiuing conditions providcnl by i.he ninv ferrnont.er, 
which makes possil)le tlie attainment of high, cell (‘.oncxaitra-tions aud die mainte¬ 
nance of tl:ie normal |)ropagation rat<^ for |'>rolong<id pei'iuds of ciiliirriiig, is as¬ 
cribed to improved dispersion of air. 

Tlie new fermenter is recommend,ed for use? in yeast'. pr()|,)agai,ion invc\stvigal,fions, 
and may be found suitable in such fermentations as tlie submergiMj [)i‘o- 

duction of antibiotics by bacteria and molds. 
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The action of synthetic detergents upon several strains of bacteriophage has 
been mentioned in a previous communication (Klein et al., 1945). With the 
exception of gamma coli phage, the bacteriophages tested were highly susceptible 
to the germicidal activity of the various test compounds. The gamma phage, 
on the other hand, proved to be resistant to the highest concentrations of the 
detergents tested. 

Because of this marked resistance of the gamma coli phage, various cationic 
detergents were used in attempts to isolate coli phage directly from sewage. 
Primarily, we were interested in ascertaining whether or not a coli phage may be 
isolated without the use of filtration. 

MATERIALS AND METHODS 

Raw sewage obtained from the sewage disposal plant constituted our source of 
phage. Only cationic detergents were employed as it has been shown that the 
anionic detergents are active against gram-positive organisms and have no ac¬ 
tivity against the tested gram-negative bacteria (Baker et aLy 19416). The 
detergents^ employed were zephiran, phemerol, cetyl pyridinium chloride (cep- 
ryn) and emulsol-607. The structural formulae for these compounds have been 
previously given (Baker ei al., 1941a, 19416; Klein and Stevens, 1946), The 
detergents were used in a final concentration of 1:5,000. Zephiran and phemerol 
were supplied as a 1:1,000 dilution, whereas the other compounds were diluted to 
1:1,000 in saline and stored as stock solutions. When used, 2 ml of detergent 
(1:1,000) were added to 8 ml of test material 

Initially, the liquid, raw sewage was passed through several thicknesses of 
gauze, centrifugated, and the supernatant separated into two samples. 

(a) One sample was further divided into 5 parts, one being filtered (Seitz 
filters were used throughout), the others being used to make up detergent dilu¬ 
tions as described above. All samples were allowed to stand at room temperature 
for one-half hour and were then tested for sterility. When not in use, the sam¬ 
ples were stored at 4 0. To determine the presence of phage, 0.1 ml was added to 
10 ml of a 3-hour culture of Escherichia coli and incubated at 37 C for 3 hours. The 
lysis of the culture or the production of plaques indicated the presence of pbage. 

^ Aided by a grant from the Hendricks Research Fund* 

® We wish to thank the following companies for their generous supply of the detergents: 
zepheran, Winthrop Chemical Co.; phemerol, Parke, Davis Sc Co.; cetyl pyridinium chlo¬ 
ride, Wm. S. Merrell Co.; and emulsoI-607, Emulsol Corp. 
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j'or the production of plaques, a 0.2-ml sample was removed from the phage- 
mltiire mixture after allowin.g a few minutes for adsorption of tlie phage to the 
)rgamsm. This sample was spread over the surface of L5 per cent ext'.raot agar 
yj means of a glass spreader. Tenfold serial dilutions were used to dctermliic! 
/he titer of tlie phages. After incubation at 37 C for 24 lioiirs, earli sjunplcwas 
•etreatecl, i.e., the iiltcrod samide filtered, and tlie other samphw us(m. 1 to fnakeiip 
1:5,000 dilutions with their respective detergents. This i)ro(^ediin' wa,s re|>ejited 
it least three times. 

(b) I'he second sample (50 ml) was added to an equal volume of extract l)rotli 
md to this mixture 2 ml of a 3-hour culture of E. coli were axld(M:l. Tliis prepara- 
don was then incubated at 37 C for 24 hours, centrifugated, and divided into 5 
samples. These samples were then treated as dcscril:jed in (a) above. 


TABLE 1 

The uolation of coli phage from sewage 


DETEHGENT DXLUriON 
(final) 

WITHOUT ANY PKIMARY INCUBATION 
; IN THE PRESENCE OF E. COLI 

WITH A PKMARY INCUBATION W THE 
PRESENCE OF E. COLI 

Passage 


Pas.sage 



No. 1 

No. 2 

No. 3 

No. 1 

No. 2 1 

No. i 

Filtered (Seitsi filters). 

— *i« 



+ 

+4" 

-1- 

Zephiran 1:5,000. 

+t 

+ + 

+ +++ 

+ 

++++ 

+4- + 4'* 

Phemerol 1:5,000. 


— 


+ 

+ 

4'" 

Cepy rn 1:5,000. 

+ 

■1 — h 


+ 1 

++++ 

4“+++ 

Emulsol 1:5,000. 

+ 

-h-b 

+ + + + 

+ 

++++ 

+++4* 


no phage present as indicated by the lack of lysis or tlie formation of phupios. 
t -f, phage present, lysis, and plaques up to dilution 
++, phage present, lysis, and plaques up to dilution 
+4-4-, phage present, lysis, and plaques up to dilution lO"*'’. 

++++, phage present, lysis, and plaques up to dilution 10*^. 

RESULTS 

The results obtained by using cationic detergent s for tihe isolation of coli phage 
are shown in table 1. This table is a summary of repeated experiments using 
the two methods described above. It is evident that several of these compounds 
may be used for the isolation of coli phage from sewage. How«iver, the primary 
incubation of the sewage in the presence of a suceptible organism yields a gniater 
amount of phage. By this method, phage in vaiying amounts was obtaincxl from 
all preparations. Phemerol gave the smallest yield, filtration gave a slightly 
better yield, whereas the zephiran, cepryn, and emuIsol-607 preparations, when 
used undiluted, caused the complete lysis of the culture and tlie forraatioii of 
uncountable numbers of plaques. These compounds also yielded the? best results 
when used for phage isolation without the preliminary incubation period. This 
second method, however, did not yield any phage by filtration or by the use of 
phemerol. The isolated coli phages do not appear to be pure-line phages as they 
caused the lysis of 3 out of 5 strains of E. coli when tested for lytic activity. 
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The phages resulting from the different methods of isolation were of interest as 
two different types of coli phage ^vere isolated. From the primary incubation 
■with E, coli^ plaques were obtained which rvere mainly of large size with a few 
small-sized plaques present (figure 1, left). Without the primary incubation, the 
cmiilsol preparation gave similar placpics, but the zcphiraii and cepryn prepara¬ 
tions gave placpics of small size only (figure 1, right). 



(Plioiographs by Miss iSiolla Zinuncir, College of Medicine, Syracuse University) 
Ffcj. 1. Liu'T: Largo-sized Plaques .UnarT: Sinall-sized Plaques 


TABLE 2 


The actmly of delorf/ents on the isolated coli phage elrains 


DK'nCKOKNT i^Il.UTXON 

PIIAOE DILUTION IQ-* 

PHAOE dilution 10"'* 

Strain 103B 

Strain 103E 

strain 103B 

Strain 103E 

Zepliiniii 1:5,000. 

40 X 10’* 

14 X 10' 

20 X 1(1’ 

12 X 10^ 

Pluuiu'rol 1 :5,000. 

:i5 X 10*^ 

37 X 10’ 

15 X 10^ 

36 X 10’ 

Cepryu 1 :5,000. 

24 X U)7 

37 X 10’ 

15 X 10“^ 

2 X 10« 

Eiuulso! 1:5,000. 

2;} X 10’ 

50 X m 

10 X 10’ 

33 X 10® 

Control. 

:«) X 10’ 

50 X 10« 

15 X 10’ 

30 X 10® 

The mnnl)(u’ of ])hage pariicics pe 

r ml as deienuined !)y plaque counts. 



It was tliought that this differeiKio might be due to a scletdivo action on the 
part of the detergents. Ac^cordingly the two phages were titrated against the 
various detergents. Final dilutions of a 1:5,000 detergent were tested against 
two phage dilutions, 10“'^ and KH, by allowing the phages to stand in contact 
with the detergent for 10 minutes. This mixture was then titrated and plated 
at a point beyond the bacteriostatic range of the detergent. The results ob¬ 
tained are summarized in table 2. 

Of the two strains tested, strain 103 B (small-sized plaques) was not affected 
l)y any of the detergents at cither lO-^^ or lO-'^ dilution. On the other hand, phage 
strain 103 hi (lai‘ge-size phupies) showed a different inactivation pattern. The 











240 S. S. IvALTLOIlj V. J>. MOUDAIJNT, AND O. I). i'UWMAN [vOi.. 52 

detcrjiXHits zephiniii, ])}i(MDerol, and (*,epryn (‘aAisnd iit l<‘asi, a. (('irlold dr<ip in 
pba.^e liter Avith both of tlie test dilutions oi ])ha^‘(‘. linvulsol appt'aJHH! to havi“ 
litiie (4‘fe(‘t on (tit.her of tlu' i.est dilutions. 

DiscarssioN 

The rc'sults s!iow fha.t (‘.at.ionic*. d( 4 rM*j 2 ;(‘ni-s may Ix' us<m1 ioi* I-1h‘ isolalion oi roll 
pha,g(^ from S{ava..i!;(a 44i(‘S(‘ results also suj»;^ti;(Ast that- the (l<'li‘r<i;{ails may lx* prc^- 
ferred for the isolation of this pha,i>!;e because of t lu' i!;r(‘ater (juanfit\' oi phaa;e r4)“ 
taiiUKl and the eliniiruition of filtra-tiotii. 

The failiuxA to isolate pliage by Hltration, in nudiiod (a) is undiavia-ndaiT' as 
filtration is known to a,dsorb phages. This was (wddcmt. sinc(‘ pliagc^ was oth ainiMi 
when die se\vag<i was allowed to incvil)ato in th(‘. prescaux' of ila' suscx'})! ible or«- 
ganism as in inetliod (h). The inability te proenre phag(^ vviih du‘ dihergont 
phemerol l.iy nudhod (aO is as y(d/ inexplicaibU^ iis tiie iH'Sults show thai 1 his d(4(a'- 
gent do(^s not cruise any grtriter inactmition tiian the otilaa’ test, (‘ompounds. 

.Beeansc of the size of the phupies prodmuxl, we a,rc^ assuming^ unlil iurtlu'r 
stndies prove otlKuavisc^, ihat, tlu' two st,rains of (‘.oli ])ha.ge isolated are dilTenmtr 
and are possibly a,lpha and gamma, coli ptuiges. If this provi's to lx* conrH*!, 1 
phag(^ showing the sma,ll(H' plaques would l)(‘ th(‘ ga,mma, pha.giy whi'rtns I he largi* 
placpies would be du(' to a,lpha phage (l.)elbru(‘k, 1915). hurtlK^rj tin* gamma 
pliage was pimdously sliown to be msistaut, to tlu^ (kdx'rgmvts (Kh'in d nL, 1915), 
and this is substantiated by our present findings. I'hc^ alpha, |)hage is possibly 
less ]*esistant to the detei’gents. It will be of interi'st to a,s{*erlafn if a- 
known alpha pliage shows a different iruKdivation |.)at,t(‘rn t ha,n t-hc^ gamma, phagea 
Studies on this (|uestion are now in progress. 

Fi’om the data obtained, it w'ould ajipear thud t he dedorgcaits (nmlsob Z(‘plfii‘a,m 
and (opryn are favonal for the isola,tion of tlu' (nli phagea Pheniei’ol is 
not recommendiHl Ix'canse of t-he uncerta,in n^su]t,s obtaiiUHl. 

eoNeaaisiONs 

Ooli pha-g(^ may be^ isohibul from sewage* with or without prima.ry imaibnlion 
in the’) {ireseaice* of its susex'ptihle* orga,nism by t he* use* of entioiue^ delorgeaits. 

The (kdorgevuts (anuLsoldH)?, zeiphiran, and cetyl pyridiuium ediloride (lina! 
dilution 1:5,090) are* rexanmundexl for t,hc isolation <if (;o!i |>liagefi*om s(*WMgea 
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Tiirbidimetry and titration of virulence for animals have constituted the only 
methods available for assaying cultures or suspensions of Bacterium iularense. 
Although these methods are generally recognized to be inadequate for the mea¬ 
surement of viable organisms, no dilution plate counting method has been de¬ 
veloped for this organism. Larson (1945) has shown that the end points pro¬ 
vided by growth from serial dilutions on glucose cystine blood agar (Francis^ 
1928) approximate those of mouse titrations, but this medium was not recom¬ 
mended for plate counts, nor have we obtained consistent results with it. Downs, 
Coriell, and Chapman (1946) have used successfully a surface plate counting 
techniciue employing a modification of Francis’ medium in which cystine is re¬ 
placed by cysteine. As a consequence of our finding that reducing agents 
markedly lower the minimum effective inoculum of certain strains (Snyder, Pen- 
field, Engley, and Creasy, 1946), we have also been able to devise a plating 
medium which offers two advantages: it is easily prepared from common dehy¬ 
drated constituents, and its transparency facilitates counting of colonies with 
the aid of the usual colony counters. 

Broth is prepared with 2 per cent Difeo bacto peptone, 1 per cent sodium chlo¬ 
ride, 0.1 per cent glucose, and 0.1 per cent cysteine hydrochloride, and adjusted 
to pH 6.8 to 7.0 wth sodium hydroxide. Two per cent bacto agar is added and 
the medium sterilized and the agar melted by autoclaving at 121C for 15 minutes. 
It is dispensed into sterile 100-mm petri plates in thick layers (about 30 ml per 
plate). After solidification, the plates are opened, inverted, and dried for about 
1 hour in a (slean incubator at between 50 and 60 C. 

At least three i)lateB are inoculated each with 0.1 ml of appropriate serial ten¬ 
fold dilutions of the test material in a diluting fluid consisting of 1 per cent sodium 
cdiloride and 1 per (xmt gelatin. The fluid is spread over the surface of the agar 
with a sterile, cane-shaped, glass spreader, which obviates the need for opening 
th,e plates more than slightly. Inoculated plates are allowed to stand for about 
30 minutes; then they are inverted and incubated at 37 C. Colonies are counted 
after 3 days, at which time they are 1 mm or more in diameter. 

llici plates should be inoculated on the day of preparation, before excessive 
oxidation of the cysteine has occurred and before a few unavoidable contaminants 
have developed. Cysteine hydrochloride may be replaced by 0.01 per cent thio- 
glycolic acid, but in this case 4 days of incubation are required. The conven- 

^ Studies conducted at Camp Detrick, Frederick, Maryland, between February and 
December, 1945. 

^ let Lt., SnC; 2nd Lt., SnC; T/4, WACj and PhM3/c, USNR; respectively. 
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ional type of poured plate was not found satisfactory because of the extremely 
ilow development of subsurface colonies. 

The pleomorphism of Bacterium tularense and the presence of very small units 
nake evaluation of the method by means of the direct microscopic (?oimt iinpnic- 
icable. We have used virulence titrations for tliis purpose, assuming an c<:|iiival- 
mcc of infective and reproductive units. Forty-three comparisons were made 
vith the highly virulent strain Schu, using 3 to 5 plates, and inoculating C mice, 
ntraperitoneally, with each appropriate dilution. The number of organisms per 
nl of original suspension was calculated from the plates in the usual manner, a;nd 
Torn the animal titrations by the method of Stevens (Fisher and Yates, 1943). 
The ratios of organisms determined by plate count to organisms determined by 
inimal titration were analyzed statistically, and gave a geometric mean ratio of 
3.85 with a standard error of the logarithms of the ratios of =fc8,()648-"10. This 
mean ratio does not differ significantly from unity; hence the results provided by 
^he two methods may be considered identical for practical purposes. Since 
slumps of organisms could not be observed microscopically, it is improbable that 
uhese two methods of enumeration would agree so closely unless !)oth, were de¬ 
pendent upon the individual organism as a unit. The standard error of the platen 
30unt, using 4 plates for each dilution, has averaged d=9 per cent of the mean at a 
mean count of 150 colonies per plate. 

This counting method was tested briefly with 27 other strains, but the results 
were not subjected to statistical analysis. Ten highly virulent strains and three 
strains of lowered virulence appeared very similar to strain Schu in the rate of 
development of colonies and in the magnitude of counts obtained with 
suspensions of equivalent turbidity. On the other hand, thre^e highly virulent 
strains and eleven of lowered virulence either gave irregula/r tind markedly lower 
counts, with considerable delay in the development of colonies, or else failed 
entirely to grow except with excessive inocula. The addition of blood failed to 
improve the results wdth these strains. 
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A previous report (Braun, 1946) on studies with Brucella abortus, strain 19, 
led to an interpretation of dissociation in terms of spontaneous appearance of 
variants and their subsequent establishment under the control of inherent and 
environmental factors governing population dynamics. One outgrowth of these 
studies was an attempt to produce Brucella abortus vaccine from smooth clones 
with low dissociation index (D.I. = the percentage of dissociated types within a 
population after 10 days of growth in broth; for details see Braun, 1946). In the 
course of these additional studies it was observed that vaccines made from some 
clones were superior in certain characteristics to control vaccines made from 
Bureau of Animal Industry strains; but it was also found that the intense growth 
period on Blake bottles, necessary in the manufacture of vaccines, can produce a 
change in the selected inherent characteristics of the material used by permitting 
the establishment of smooth organisms with changed dissociation indices. 
Therefore, it became desirable to search for means to prevent changes in growing 
populations, i.e., an environment had to be found which would permit the prop¬ 
agation of the selected type only and would prevent the establishment of 
changed types (mutants). It was thought that such selective environments 
might be produced by adding to cultures material containing antibodies for types 
which are not desired*. 

Previous in vitro studies by Dawson and Sia (1931) and Alloway (1932) have 
demonstrated that R types of pneumococcus can be ^Transformed” to S types if 
grown in the presence of anti-R serum, or in the presence of normal swine serum, 
wMch according to Alloway contains R antibodies. (Avery, MacLeod, and Mc¬ 
Carty, 1944, later obtained results which suggested that factors other than R 
antibodies are involved.) The following experiments were, therefore, designed 
to investigate the effect of certain antisera and normal sera upon the dissociation 
of Brucella abortus. 


EXPEKIMENTAL^ 

For the production of antisera, rabbits were inoculated with suspensions of 
either smooth, rough, brown, or a mixture of rough and brown, all of which had 
originated from the progeny of a transplant of strain 19-12A of Brucella aborim, 

^ TMs work has been supported in part by the Bureau of Animal Industry, USDA, under 
co-operative agreement with the Regents of the University of California. 

® For general procedures see Braun, 1946. 
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which^liad been received from the Bureau of Animal Industry on Ocf.obtjr 19^ 
1943,^'liioculations wore made weekly over a period of 3 w« 3 cks. One 'week Jitter 

TABLE 1 


Swnmarized tahulatioih of tJfm cjfcdti of scrum or plnsnui ujion dissociation 


STRAIN USED 

XYFIi OP SERUM OR I'l.ASMA ADDED TO 
BROTH CULTURE.S 

AMOUNT ADDED TO 

5 ML (»P ilROTH 

fVVERAUK 

D.I. 

I‘i-;r cent 

Nil M HER 
<»F 

CULTUEEH 

S, Clone 2583 

none 

none 

20 

^ 48 


Normal scrum from rabbit 
li antiserum from 7 'abhU 

t 0.05 to 1.0 ml 

' Of 

(i0|: 

8 


Br antiserum from rabbit 

E 4* Br antiserum from rabbit 

8 antiserum from rabbit 

0.05 to 1.0 ml 

2 


Normal serum from cow 

0.1 to .1.0 ml 

0 

58 


Normal plasma from cow 

0.1 to 1,0 ml 

0 

10 


Normal serum from hog 

0.1 bo 1.0 ml 

0 

i\ 


Normal scrum from goat 

0.5 ml 

0 

4 

i 

none* 

none 

01 

2 


Normal serum from cow*' 

0.2 to 0.5 ml 

0 

7§ 

S, Clone 2007 

none 

none 

20 

0 

1 

E antiserum from rabbit 

Br antiserum from rabbit 

i 0.05 to 1.0 ml 

Oil' 

2111 


R 4“ Br antiserum from rabbit 

S antiserum from rabbit 

1 

0.05 to 1.0 ml 

1. , , , 

) 

4 

8 

S, 19-17 A (B.A.I. 

none 

none 

20 

il 

culture) 

E antiserum from rabbit 

Br antiserum from rabbit 

i 0.05 to 1.0 ml 

1 ” 

20 

j 

R -h Br antiserum from rabbit 

S antiserum from rabbit 

1 

0.05 to 1.0 ml 

<1 

S 


Total miinber of culturea with Boruin (or plaHtua): 221. 

Nunibor of culfcurcB sliowirig diaBociation in the prosorioe of more th.an 2 per ootii scjriiin 
or plasma (except B Bcruni); 4. 

* Kept at SB C, 

11).I* of 2 cultures with 0.05 ml Br antiHcrum ad<led: lews than 1 per cent. 

1 1).I. of 1 addilkmal culture with 0.5 ml Br antiseruru; 12 per cent. I>.L of I addUiou-* 
al culture with 0,5 ml R d- Ih iuitiscruin: 4 per cent. D.L of 1 mUiiitmil culture with 0.1 
ml R 4- Br antiHerum: S per cent. 

§ D.L of 1 additional culture with 0.5 ml soruni added; 7 per cent. 

1!' D.L of 2 cultures with 0.5 ml R ”1- Br antiserum added: loss than 1 per cent. 

II D.I, of 1 addilional culture with 0.05 ml E antiserum: 12 per cent. 

the last inoculation the rabbits were bled from the heart.® The antisera were 
then added in varying amounts to broth cultures, which were inoculated with 

® In agglutination tests rough and brown antigens exhibited a definite reaction with all 
antisera used. This reaction differed somewhat from the typical agglutination observed 
when S antigen and positive S antiserum were used, i.e., the agglutination was loss pro-* 
nounced, but nevertheless significantly different from the settling of control antigens with- 
■ out antiserum., 
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equal amounts of a suspension of clone 2583, a clone with, a fairly high dissocia¬ 
tion index under standard conditions. Table 1 summarizes the results of a series 
of such experiments. Except for a very small number of cultures (1 in 60), all 
cultures to which antiserum of rough or brown, or even normal serum, had been 
added showed absence of dissociation, but control cultures without serum showed 
considerable dissociation. The addition of serum, in concentrations as low as 
2 per cent, thus usually suppresses the establishment of dissociated types. It 
appeared unnecessary to produce specific antisera against rough or brown,because 
the initial results indicated that normal serum contains factors which suppress 
rough and brown types. This was further confirmed in extensive tests (sum¬ 
marized in table 1), which revealed that normal serum or plasma from cows, as 
well as from hogs and goats, suppress the establishment of rough and brown types 
eflSLciently,^ (The presence in normal serum of factors reacting with rough and 
brown types is also supported by the reaction observed in agglutination tests.)^ 
The addition of 0.01 ml or less of serum or plasma to 5 ml of broth did not prevent 
dissociation. 

In the case of the addition of S antiserum (table 1) some dissociated types do 
establish themselves; presumably the suppression of S types due to the presence of 
S agglutinins is stronger than the suppression of rough and brown types by fac¬ 
tors normally present in serum. 

In the rare instances in which dissociated types occur in the presence of more 
than 2 per cent serum, the variants usually differ from the types commonly ob¬ 
served. A “whitish brown’’ type (mucoid), a “transparent” type (mucoid), 
and a “brownish rough” type have been isolated from such exceptional cultures. 
Presumably these uncommon variants cannot establish themselves when they are 
in competition with arising rough and brown types. Only when the establish¬ 
ment of the latter types is prevented through the factors present in serum do the 
uncommon types attain a positive selection value which permits their establish¬ 
ment. 

Kecently, Iluddlcson et al (1945) published a detailed report dealing with the 
baci;ericidal action of bovine serum and plasma on Brucella abortus* Although 
thc^ concentration of serum in the experiments reported in the present paper was 
very much smaller than the concentrations used by Huddleson et al. for 
the demonstration of bactericidal activity, it appeared necessary to test whether 
our results might be due to the bactericidal action of serum or plasma. Such 
tests appeared to be of special significance since it had been previously shown that 
factors which affect growth-rates also affect dissociation (Braun, 1946). The 
absence of dissociation in cultures to which serum has been added could, there¬ 
fore, be due merely to a general retardation of growth. Experiments designed to 
test the possible relationship between the general bactericidal activity of serum 

« Horse serum and chicken serum do not suppress dissociation so effectively as sera from 
other animals tested. Uncommon types of variants were found in many cultures to which 
chicken serum had been added. 

§ See footnote 3. 
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and the suppression of dissociation, however, revealed that the suppression of 
dissociation in cultures with serum is not due to any general bactericidal or bac¬ 
teriostatic acitivity. First, it was found that the growth rates of smooth types 
were not affected by the addition of serum sufficient for the suppression of dis¬ 
sociated types (table 2). Second, Huddleson et al, had demonstrated that the 
bactericidal activity depends on the presence of conaplemcnt and that tlie removal 
of complement by heating at 56 C for 1 hour, or by filtration through a ];k)rkefeld 
W filter, removed the bactericidal action. Results compiled in table 3 show that 


TABLE 2 


Growth in the presence and absence of serum 



AT STAKt OP 
CULTURE 

APTER 

3 DAYS 

APTER 

10 DAYS 


Total number of cells* 

231 Mt 

1 

460 M 

1.460 Bf 

Without serum 

Total number of cells* 

231 M 

488 M 

1.413 B 

With 0.2 ml normal rabbit serum 

Total number of cells* 

231 M 

i 478 M 

1.600 B 

With 0.2 ml normal cow scrum 


* All figures are averages of 4 cultures, 
t Millions, 
t Billions. 


TABLE 3 


The effects of filtered or heated serum upon dissociation 


STRAIN USED 

TYPE OP SERUM ADDED TO 

BROTH CULTURES 

AMOUNT ADDED TO 5 ML 

OP BROTH 

AVER¬ 
AGE D.l. 
PER 
CENT 

NUMBER 

OP 

CUL¬ 

TURES 

S, clone 2583 

none 

none 

20 

48 

S, clone 2583 

Normal serum from cow, fil¬ 
tered through Berkefeld W 
filter 

0.1 ml, or 0.2 ml, or 0.6 
! ml 

0 

12 

S, clone 2683, 2907, 
1863, & strain 
19-17A 

Normal and antisera from rab¬ 
bit, heated 1 hour at 66 0 

0,1 ml, or 0.2 ml, or 
0.5 ml 

0 

50 

S, clone 2683 

Normal serum from cow, heat¬ 
ed for 30 min at 62 to 63 0 

0.5 ml 

0 

8 


neither heating nor filtration removed the factors responsible for the suppression of 
dissociated types in our experiments. 

It could be assumed that the factors present in serum and plasma either pre¬ 
vent the change from smooth to rough or brown, or inhibit the establishment of 
the latter types, or that they do both. Whereas it has not been possible yet to 
investigate the first-mentioned possibility, it was proved by a series of tests that 
the establishment of rough and brown types is actually inhibited in the presence 
of serum. Cultures with'and without serum were^ started with known percent¬ 
ages of smooth and rough organisms. Ten days later samples from these cultures 
were streaked on ^'2-1 agar” plates, and the percentages of smooth and^ rough 
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colonies was determined. No increase in the percentage of roughs was found in 
cultures containing serum, whereas control cultures without serum showed a 
considerable increase of the percentage of roughs over smooth (table 4). 

So far all attempts to suppress the growth of dissociated types on solid media, 
through the addition of serum to “2-1 agar,’’ have failed. It has also been ob¬ 
served that the addition of 10 per cent of normal serum from nonvaccinated, 
noninfected cows to vaccines not only prevented the occurrence of dissociation 
but also caused a significant increase in viability during storage. 

TABLE 4 


The inhibitory effect of normal cow serum upon the establishment of R types 


AMou»rr ov noemal cow sekum 
ADDED PEE BEOTH CULTURES 

PERCENTAGE OR ROUGH AMONG SMOOTH 

At Start of broth cultures 

After 10 days 

None 

1 

22 

0.2 ml 

1 

<1 

None 

5 

24 

0.2 ml 

6 

3 


niscussiON 

The observed suppression of rough and brown variants in the presence of 
serum or plasma demonstrates the selective role of environmental conditions in 
bacterial variation. Under standard in vitro conditions, i.e., buffered broth,® 
rough and brown variants can establish themselves within an originally smooth 
population because of their greater viability (Braun, 1946). Under standard 
in vitro conditions rough and brown variants, therefore, have a higher selection 
value than smooth. The addition of serum or plasma obviously alters this selec¬ 
tion value. Conditions similar to those observed when serum is added to broth 
appear to exist in vivo, where it has been observed that the S type only can be 
isolated after inoculation of a mixture of R and S variants (Henry, 1933). The 
environment thus has a profound effect on the ^^pattern” of bacterial variation by 
determining the selection value of variants that arise, regardless of the inherent 
tendencies for dissociation. 

In this connection the problem of apparently successive orderly changes 
(^^cycles’O in bacterial variation may be discussed, a problem which has con¬ 
tributed much to what can now be considered previous misinterpretations of 
basic aspects of dissociation. The information now available makes it clear that 
of all spontaneously arising variants only those can establish themselves which 
have a higher selection value (growth rate or viability) than the ori^nal members 
of the population. For example, of all mutants which can occur within a smooth 
population rough and brown types usually have the highest selection value under 
standard in vitro conditions. According to some unpublished experimental ob¬ 
servations on variants which arose from one clone, smooth types have the fastest 
growth rate, rough types a slower growth rate, and brown types a still slower 
growth rate; brown types have the highest viability (i.e., ratio of total number of 


®Beef extract broth. 
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cells to viable number of cells per ml of broth), rough types a slightly lower via¬ 
bility, and smooth types have the low-est viability. Since the number of viable 
cells per ml is limited (Braun, 1946), rough and brown mutants which arise in 
the smooth population will replace the smooth type; during prolonged growth 
rough types will become predominant jBrst and they will eventually be replaced 
by the brown type, causing an apparently orderly change from S —> R Br. 
Thus, competition between spontaneously arising mutants with different selec¬ 
tion values, leading to the establishment of one predominant type (i.e., the one 
ivhich shows highest viability under any given environmental conditions), will 
produce the appearance of successive orderly changes. Furthermore, since the 
rough t 3 "pe has only been able to establish itself within an originally smooth pop¬ 
ulation through its higher viability, it now becomes obvious why it is usually so 
difficult to observe dissociation from rough to smooth in vitro. Should one 
smooth mutant arise in a rough population (as it probably does), it will have little 
chance to establish itself because it is competing with members of a population 
which have already a higher viabilit}^ than the smooth mutant. If, however, 
environmental conditions are changed so that the smooth type attains a higher 
selection value than the rough type, as is the case in the presence of serum, then 
a change from rough to smooth can occur. In addition, certain smooth mutants 
can establish themselves in a rough population under standard in vitro con¬ 
ditions, namely, smooth mutants which have a higher selection value than 
members of the particular rough population in which they arise. Such smooth 
mutants have been observed (Braun, 1946 ). 

The ability of spontaneously arising variants with positive selection value to 
establish themselves rapidly, within a population with lesser selection value 
under given environmental conditions, can be held responsible for the apparently 
specific “adaptation’’ which can be observed among bacteria under natural 
conditions, and can account for the occurrence of considerable variation when 
bacteria are removed from their normal environment and are grown under 
laboratory conditions. Removal from their normal environment apparently 
alters the selection value of arising variants; members of the oiiginal population 
cease to be the ones with greatest viability or growth rate, and arising mutants 
which formerly were unable to compete with the “normal population” can now 
establish themselves. The so-called “normal type” is thus merely one variant 
which has been able to establish itself under natural conditions in response to 
the forces of selection. 


STOCMARY 

Serum or plasma of normal cows, rabbits, hogs, and goats was found to contain 
factors which suppress the establishment of rough and brown variants of Brucella 
abortus. When small amounts of serum or plasma were added to smooth broth 
cultures, which normally would show considerable dissociation after 10 days, 
no dissociation occurred. 

The suppression of dissociated types by serum or plasma is not due to factors 
which are responsible for the bactericidal action of sera or plasma. 
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These results form the basis for a discussion of the selective role of environ- 
ments in bacterial variation, the appearance of apparently successive orderly 
changes during dissociation, the difficulties encountered in reversing the direc¬ 
tion of dissociative changes, and the apparently specific adaptation of bacteria 
under natural conditions. 
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Methods for determiiiiiig concentration of penicillin in blood senim or other 
body fluids are based on one of two, or a combination of the two, effects of the 
antibiotic on a susceptible organism. A well-known and widely used method is 
that of Rammelkamp (1942). Among the various modifications of this type of 
test are those described by Rake and Jones (1943) and Kirby and Rantz (1944). 
These tests make use of the inhibition of the hemolytic activity of susceptible 
strains of streptococci by penicillin in body fluids. Another commonly used 
method employs the inhibition of grow’th principle as applied to a susceptible 
organism. Such methods have been reported by Joslyn (1944), by Lee, Foley, 
Epstein, and Wallace (1944), and by Randall, Price, and Welch (1946). These 
methods may make use of special devices to estimate turbidity or may simply 
report the presence or absence of growth of the test organism. 

Each of these types of methods has merit, and each has certain disadvantages. 
In general, a satisfactory test will embody the use of some means to determine 
the effect of the antibiotic on the test organism that .can be reproduced with a 
minimum of confusion by workers using the test. The increasing frequency of 
requests for penicillin blood dr urine levels has made it necessary for many tech¬ 
nicians, some of whom are not too familiar Avith antibiotic assay methods, to make 
occasional determinations. Many of these workers do not have turbidimeters 
and are not certain as to where the end point of growth occurs in tests in which 
growth or turbidity is the determining factor. Still this type of determination 
seems better suited to the laboratory doing only occasional tests, especially if 
Bacillus suhtilis is used as the test organism, as recommended by Randall, Price, 
and Welch, than one based upon hemolysis by a beta streptococcus. Dis¬ 
advantages of the Rammelkamp method, or modifications of it, are the need for a 
supply of fresh blood cells and the necessity for having a culture of hemolytic 
streptococcus in a state favorable for hemolysis at all times. Bacillus subiilis 
does not have to be transferred daily, and care need not be taken to keep it in a 
condition for optimal hemolysis. No fresh blood cells are required, although the 
final reading when all factors are properly controlled is clear-cut and beyond 
criticism. When the presence or absence of growth is the determining factor in 
reading the end point, considerable confusion may result even though read by ex¬ 
perienced workers. This is magnified by the fact that a heavy inoculum is used 
in seeding the tubes. A desirable attribute of a test of this sort is a short in¬ 
cubation period so that there will be a mdnimum of opportunity for the break¬ 
down of the antibiotic at incubation temperature. Modifications of the Rammel¬ 
kamp method embody this consideration. 
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With all of these things in mind we set out to find a test that would embrace the 
best points in the present tests and omit as many as possible of the drawbacks. 
We desired a test that could be read in a short time or could be left in the in¬ 
cubator overnight before a reading was made. This would overcome the possi¬ 
bility of destruction of penicillin, or other antibiotic, due to long exposure to 
incubation temperature; it would allow the laboratory to report on a peniciilin 
level within a matter of 4 to 6 hours in critical cases. We wanted a test in which 
the end point would be so clear-cut that there would be no confusion among 
workers as to the interpretation. A test was desired that would measure some 
end point other than turbidity, and finally we wanted to make use of a test 
organism that would not require constant attention or even daily transfers in 
order to give accui'ate and reproducible results. 

A consideration of many of the biochemical and physiological activities of 
suitable test organisms led, after many others had been tried, to the selection of 
the reductase activity of the suceptible bacteria. This test is based upon the 
familiar methylene blue, or reductase, test for estimating the bacteriological 
quality of fluid milk. In this test the number of bacteria in milk may be es¬ 
timated by the length of time necessary for the reduction of a solution methylene 
blue, or more recently resazurin. Our method makes use of a massive inoculum 
of organisms in a sterile milk medium containing methylene blue and determin¬ 
ation of the inhibition of the bacteria by lack of reduction of the dye. Nearly 
any susceptible bacterium may be used because reductase production is a common 
activity among bacteria. Bacillus subtilis was finally selected as the most suit¬ 
able because there was no significant difference in the results obtained after 4 to 6 
hours’ incubation when an 18-hour culture was used or a week-old broth suspen¬ 
sion consisting largely of spores of the organism. 

As the test medium first made use of sterile skim milk to which had been 
added methylene blue thiocyanate solution (Standard Methods of Milk Ex¬ 
amination, A.P.H.A.). The results obtained with this very simple medium were 
encouraging and satisfactory; however, it was found that by the addition of a 
suitable peptone and adequate agar to reduce convection currents in the medium, 
results could be obtained in a shorter time and would remain constant over a 
longer incubation period, if it was desired to incubate overnight rather than for 
a few hours. The medium which we have called Reductase Medium is com¬ 
posed of 

Milk powder. 80 g 

Trypticase, B.B.L. (tryptic digest of casein). 10 g 

Agar.,.. 0.5 g 

Methylene blue thiocyanate (National Aniline certified dye:l tablet per 2.2 liter) 
Distilled water. 1,000 ml 

The techmque of the test follows the scheme described by Randall, Price, and 
Welch (1945). The first tube contains 0.5 ml of the fluid to be tested and is not 
diluted with medium; tube 2 contains 0.5 ml of medium to which are added 0.6 
mi of the material under test. From this tube serial twofold dilutions are made 
through at least 8 tubes using the foregoing medium as diluent. Similar di- 
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lutions are made in three tubes which are used with a penicillin-inactivatmg: 
substance (Chandler^ Price, and Pandali, 1945). A standard is made for com¬ 
parison by diluting a penicillin of kno-v^m potency (working standard) to 1 unit, 
per ml in buffer solution. This 1-unit standard is diluted in exactly the same- 
manner as the fluid under examination. When the dilutions are made, 1.5 ml 
of the medium, which has been inoculated with 5.0 ml per 100 ml of a culture of 
Bacillus suUilis^ (this culture should be at least 18 hours old and may be several 
days old), is added to each tube in the test. For the control series using the 
inhibitory substance, the medium is inoculated with the same strength of the 
Bacillus suhtilis and 0.25 ml of a 4 per cent aqueous solution of clarase^ are added 
before distributing it into the tubes. The tubes are incubated in a water bath 
or incubator at 37 C for 4 hours and observed. At this time there is usually 
sufficient differentiation to make an accurate reading possible. We have read 
again after 5 or 6 hours of incubation and finally after 18 hours’ (overnight) in- 


TABLE 1 

Penicillin determination 



1 

2 

3 

4 

5 

6 

7 

8 

9 

CLASASE 

10 

11 

Standard units. 

0.5 

0.25 

0.125 

0.65 

0.03 

0.015 

0.007 

0.003 

0.5 

0.25 

0.125 

Standard. 

— 

— 

— 

— 

— 

— 

R 

R 

R 

R 

R 

Serum 1. 



1 ~ 


— 

R 

R 

R 

R 

R 

R 

Serum 2. 

— 

— 

— 


R 

R 

R 

R 

R 

R ' 

R 

LMne 1:10. 

— ' 

— 

— 

~ i 

R 

R 

R 1 

R 

R ’ 

R 

R 


—, not reduced (medium blue). 
R, reduced (medium white). 


cubation. The end point is the last tube which is still blue. This indicates 
that there has been no growth, or at least insufficient growth, of the test organism 
to produce the reductase enzyme. By repeated comparisons with the method of 
Randall, Price, and Welch we have found this test gives almost identical readings 
without the disadvantage of a question as to wffiether a slight amount of tur¬ 
bidity is due to growth or whether it may be inoculum or debris.^ It should be 
remembered that appreciable amounts of hemoglobin will cause a reduction of 
the methylene blue, and for that reason serum must not be badly hemolyzed and 
should not contain large numbers of blood cells. 

The concentration of penicillin in an unknown is calculated as described in the 
paper by Randall, Price, and Welch. That is, the concentration of penicillin in 
the unknown is determined by comparison of the end point of the unknown with 
that of the standard. An example is given in table 1. 

^ Bacillus suhtilis strain from the Northern Regional Research Laboratory. 

“ Clarase is an enzyme preparation obtained from Takamine Laboratories, Inc., Clifton, 
New Jersey, for penicillin inactivation. Penicillinase may be used in place of clarase. 

® For reasons we have beeix unable to explain, the end point obtained with this medium 
is occasionally one tube lower than that with the Randall, Price, and Welch medium to 
which we have made many comparisons. It is hoped that the use and study of this test 
by others will lead to its improvement to overcome this difficulty. 
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The example in the table shows that there was complete inhibition of re¬ 
ductase activity in the sixth tube. This represents 1 unit per ml. Serum 1 
showed one-half of this activity (reduction in the sixth tube but not in the fifth) 
and therefore contains 0.5 of a unit per mi, and serum 2 inhibited in the fourth 
tube, but not in the fifth, and therefore by comparison mth the standard con¬ 
tains 0,25 of a unit per ml. The inhibition by the urine specimen tested was 
likewise in the fourth tube, but this was using a 1:10 dilution, so the result must 
be multiplied by 10, or 2,25 units per ml. Other dilution schedules may be em¬ 
ployed in order to determine the concentration in the unknown more closely. 
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NOTE 

THE USE OF THE RODENT-ADAPTED MEFl STRAIN OF HUMAN 
POLIOMYELITIS IN NEUTRALIZATION TESTS WITH SERUM OF 
APPARENTLY NORMAL AFRICAN NATIVES 

PETER K. OLITSKY amd G. M. FINDLAY^ 

The Laboratories of The Rockefeller Institute for Medical Research, Hew York, N. Y. 

Received for publication May 28, 1946 

Hudson and Lennette (Am. J, Hyg., 17, 581) found that 18 of 19 sera from 
Liberian Negroes, in '‘qualitative” tests in monkeys, neutralized the M.V. simian- 
adapted virus, a fact which supported their conclusions, based on many series of 
tests bn sera from regions where epidemics are infrequent, that the virus and 
poliom 3 ^elitis are widely distributed and generalized immunization continues at 
an equal pace (Am. J. Trop. Med., 18, 35). 

The MEFl rodent-adapted strain of human poliomyelitis virus, isolated from 
a case in the Middle East Forces of the British Armj^, has been described by 
Schlesinger, Morgan, and Olitsky (Science, 98, 452). Sera from convalescents 
and from normal white adults residing in the United States, Canada, and North 
Africa neutralized it as well as the rodent-adapted Lansing strain (Fed. Proc., 
3, 99). The present paper shows the results of neutralization tests in mice 
against MEFl virus ivith sera collected from 72 apparently healthy natives of 
British West Africa, 1 to 40 years of age. Although cases of disease suspected 
as poliomyelitis occur there, the sera represent random sampling of a “healthy” 
community. Of the 72 sera, 8 were from natives 1 to 10 years of age; 24, 10 to 
20 years; 21, 20 to 30 years; and 19 from Negroes aged 30 to 40 years. In addi¬ 
tion, 3 sera were studied from patients convalescent from suspected polio¬ 
myelitis occurring locally. 

The test was carried out as follows. Equal parts of undiluted serum and virus 
dilutions were mixed, the mixtures kept at 37 C for 2 hours, and 0.03 ml injected 
intracerebrally into 7 mice per dilution. A serum was designated as positive if 
it neutralized 100 lethal doses of virus. 

Preliminary tests were made to confirm the identity of the poliomyelitis 
strains—tests that should be performed in view of the danger of contamdnating 
test materials with spontaneous viruses found in mice in nature. Lansing- and 
MEFl-virus-immune (convalescent) monkey serum neutralized both Lansing 
and MEFl viruses. Normal rhesus monkey serum was negative, in 21 separate 
tests, against 10 to 400 M.L.D. of vims. The sera deriving from normal native 
Africans failed to neutralize Theiler’s virus, and the 3 obtained from poliomyeltiB 
convalescents neutralized both the Lansing and the MEFl strains. Finally, 

^ Brigadier-General, Royal Army Medical Corps, stationed at General Headquarters, 
Gold Coast, West Africa Command; on leave from The Wellcome Laboratoii^, London, 
England. 
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and characteristically, the LDso of the Lansing and the MEFl strains was at 
1; 1,000 but not 1:5,000 or higher dilution. 

All of the 72 sera from young and middle-aged, normal, African Negroes 
neutralized the Lansing type, rodent-adapted MEFl strain of human polio¬ 
myelitis. 

It would thus appear that the MEFl strain could be substituted for the 
Lansing in mice in neutralization tests, as for example for epidemiological 
studies. The results with the Lansing strain are, in turn, in good agreement 
with those in monkeys with simian-adapted strains (Armstrong; Harvey Lec¬ 
tures, 36, 39). Moreover, they support the finding that poliomyelitis virus is 
widespread—^if the neutralizing antibody as tested for is regarded as a specific 
response to viral infection—even in the tropics where epidemics are not so com¬ 
monly reported as in the temperate zone. 



PROCEEDINGS OF LOCAL BRANCHES OF THE SOCIETY OF 

AMERICAN BACTERIOLOGISTS 

NEW JERSEY BRANCH 

Princeton University, Princeton, New Jersey, April 18, 1946 


The Relation op PIydrostatic Pressure 
TO Specific Precipitation, Antibody 
Inactivation, and Protein Denatura- 
TiON. Frank H. Johnson, Princeton 
• University, Princeton, New Jersey. 
Under a pressure of 10,000 lb per sq inch 
the rate of specific precipitation, in the 
presence of the synthetic hapten 1,3-di- 
hydroxy-2,4,6, tris (azobenzene-4'-azoben- 
zene-3"-arsoiiic acid) benzene, is greatly 
retarded at room temperature, although 
following the release of pressure it takes 
place in apparently the normal manner. 
The inactivation of mil-Staphylococcus 
hemolysin at 65 C is also retarded by this 
pressure. Lower pressures accelerate the 
rate of bacterial reproduction above the 
normal optimum temperature, presumably 
by counteracting a reversible denaturation 
of the limiting enzyme. Pressures up to 
10,000 pounds retard the rate of disinfection 
of Escherichia coli at temperatures above 
45 C, as well as at lower temperatures in the 
presence of quinine which accelerates the 
disinfection rate. The precipitation of 
purified human serum globulin at 65 C is 
accelerated by small concentrations of 
ethanol but is greatly retarded by pressures 
up to 10,000 pounds, with as well as without 
the alcohol. These results indicate large 
molecular volume changes of activation or 
of reaction, suggesting extensive changes 
in protein molecules in each case. The 
data were obtained in collaboration with 
Dr, Dan Campbell, Dr. George Wright, and 
Mr. Isaac Lewin. 

The Agglutination of Certain Types op 
Intestinal Bacteria from a Healthy 
Human Being by the Individual's Own 
Serum. Hazel B. Gillespie, M. Harriet 
Waugh, and Yvonne V, Serett, Department 
of Bacteriology, New Jersey College for 
Women, Rutgers University, New Bruns¬ 
wick, New Jersey. 

Aerobic and facultative cultures (85 rapid 


and 7 slow lactose-fermenting, coliform 
types; 13 gram-negative, non-lactose-fer¬ 
menting rods; 9 easily grown, gram-positive 
rods) were isolated from feces from one 
healthy human being. Using agglutinating 
antigens, 571 tests w^ere made wdtli serum 
from the individual from whose intestinal 
flora the cultures had been secured, 40 with 
serum from two other human beings, 194 
with rabbit serum, 160 with horse serum, 40 
with serum from a new-born calf, and 26 
with cow serum. 

Sixty-six (72 per cent) of the 92 coliform 
and paracolon antigens gave titers ranging 
from 1:320 to 1:2,560 with “homologous^’ 
human serum, whereas none of the 22 non- 
coliform antigens gave titers higher than 
1:80. “Heterologous” sera agglutinated 
many coliform antigens, but the titers 
obtained were lower. 

These data suggest the possibility that 
certain strains of coliform bacteria which 
may inhabit the so-called normal intestine 
have greater invasive power or virulence 
than do some other similarly situated 
bacterial types. 

SojME Immunological Aspects op Anti¬ 
histamine Substances. R. L. Mayer, 
Philip C. Eisman, and Karen Aronson. 
Research Laboratories, Ciba Pharma¬ 
ceutical Products, Inc., Summit, New 
Jersey. 

Antihistaminic substances are able to 
prevent allergic manifestations in which 
histamine is considered to be the principal 
offender. It is generally supposed that they 
do not interfere with the antigen-antibody 
reaction but with histamine, which is lib¬ 
erated during this reaction. 

In order to determine whether pyribenza- 
mine interferes with bacterial immune 
processes, studies were made on its influence 
upon the therapeutic action of antipneu- 
mococcal serum in experimental pneu¬ 
mococcal infection, of sulfathiazole in 
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pneumococcal and streptococcal infections, 
and of penicillin in streptococcal infections 
of mice; the production of immunity in 
mice after recovering from pneumococcal 
infections; the opsonic activity of leuco¬ 
cytes toward staphylococci; the capsular 
swelling reaction of Neufeld; the agglutina¬ 
tion reaction between staphylococci and 
homologous staphylococcal rabbit serum; 


and the hemolytic activity of streptococci 
in vitro. 

In no case was any influence upon these 
processes observed. These results show 
that therapy with pyribenzamine does not 
interfere with immunization activities of 
the body and the chemotherapeutic activity 
of antibacterial agents. Such studies might 
help clarify the question of relationship 
between sensitization and immunization. 


EASTERN PENNSYLVANIA BRANCH 

One Hundebd and Eighty-sixth Meeting, Philadelphia County Medical Society 
Building, Philadelphia, Pa., March 26, 1946 


The Tubercle Bacillus as an Indicator 
Organism in Quantitative Studies op 
Airborne Infection. I. Quantitative 
Aerosol Suspension op Tubercle Ba¬ 
cilli. W. F. Wells, Laboratories for the 
Study of Airborne Infection, University 
of Pennsylvania, Philadelphia, Pa. 

An improved apparatus for the study of 
experimental airborne disease embodies 
the three essentials in an earlier model: 
first, an atomizer to suspend organisms in 
the air constantly; second, an inhalation 
chamber in which animals may be safely and 
conveniently exposed to this infection and 
samples collected; and third, an incinerat¬ 
ing chimney to create constant airflow 
through the apparatus and to dispose of the 
organisms before the air is discharged into 
the room. Connecting lines are also 
adapted to the use of the apparatus as a 
testing device, using live animals for study 
of the effects of state and stage of airborne 
infection. 

Auxiliary apparatus includes a settling 
chamber in which the sedimentation rate 
of the experimental nuclei can be deter¬ 
mined. Settling velocity is -given by the 
ratio of the volume count, determined by 
the air centrifuge, to the area count. 
Equivalent diameters of different-sized 
droplet nuclei produced in the aerosol flask 
can then be computed by Stokes law. 

Tubercle bacilli are separated by culture 
in a revolving flask, containing glass beads. 
Filtered through a number 4 Whatman filter, 
the individual cells produced by this tech¬ 
nique are counted by the Breed method. 


II. Quantitative Enumeration op Tu¬ 
bercle Bacilli in Vitro. Cretyl Crumb, 
Laboratories for the Study of Airborne 
Infection, University of Pennsylvania. 
Our problem involved the enumeration of 
singled tubercle bacilli of the R-avenel 
strain in pure culture. Media supplied by 
standard laboratories proved unsuitable 
for our purpose. Whether any medium 
could grow singled bacilli was first settled 
by inoculating progressive filtrates of stand¬ 
ard cultures upon several media. Compar¬ 
ative tests of available media then disclosed 
a principle upon which an adequate formula 
was based. Sterile, fresh egg yolk is added 
with special aseptic precautions to an agar 
base, consisting essentially of the liquid 
medium used for the standard culture of 
these bacilli. This broth is a blend of 
equal parts of three Difco broths (brain 
heart infusion, tryptoae phosphate broth, 
and nutrient broth) plus 5 per cent glycerol. 
For the solid medium (from which the glyc¬ 
erol is omitted) 1.5 per cent agar Is added. 
The suitability of the medium for our 
needs was tested by inoculation with ali¬ 
quots of filtrates from 9 successive weekly 
generations of a standard culture. From 
counts of these suspensions of single cells, 
determined by the Breed method, and 
counts of colonies on this medium, we infer 
that, within the precision of measurement, 
there was no indication that any cell culti¬ 
vated by the standard method would not 
grow. Thus the colonies represented quan¬ 
titative counts. 
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III. Quantitative Enumeration op Tu¬ 
bercle Bacilli in Vivo. H, L. Ratcliff 

Department of Pathology, University of 

Pennsylvania. 

Techniques and apparatus described by 
Wells and Crumb demonstrate that the 
respiratory system of the normal laboratory 
rabbit can serve as an additional means of 
determining the numbers of viable tubercle 
bacilli in droplet nuclei transported by 
experimental atmospheres. We have pro¬ 
duced experimental infections resulting in 
the development of from 1 to more than 
10,000 tubercles; but we have found that, 
for accurate enumeration, doses should 
range below 200 bacilli. Within this range 
tubercles reach diameters of 4 to 6 milli¬ 
meters within 4 to 5 weeks and can be 
counted as readily as colonies of other 
organisms on an agar plate. Moreover, 
within this dosage range and time limit 
tubercles seem to develop as independent 
entities without significant evidence of 
fusion or hematogenous spread. 

Under appropriate conditions of aerosol 
suspensions (Wells and Ratcliffe: 1945, 
Proc. Phil. Soc. Phila.) organisms are 
deposited quantitatively in alveoli; counts 
of tubercles corresponded to colonies ob¬ 
tained on the Crumb medium and to slide 
counts of suspensions. Thus we have 
reason to believe that any organism in our 
standard culture, observable under the 
microscope, will produce a visible tubercle 
in the lungs of normal rabbits if inhaled 
under the experimental conditions 'which 
have been described. All evidence thus far 
obtained supports the opinion that under 


the conditions of these experiments a single 

tubercle will develop from a single organ¬ 
ism planted on alveolar walls. 

Development of Streptomycin Resist¬ 
ance OF Shigellas. Morton Klein and 
Leonard J. Kimmelmanj Department of 
Bacteriology, School of Medicine, Uni¬ 
versity of Pennsylvania, Philadelphia 4, 
Pa. 

One Hundred and Eighty-seventh Meet¬ 
ing, Philadelphia County Medical 
Society Building, Philadelphia, Pa., 
April 23, 194fi 

Serology of Rheumatoid Arthritis. A . 
D. Wallicj Department of Orthopedic 
Surgery and Physical Medicine, School of 
Medicine, University of Pennsylvania, 
Philadelphia 4, Pa. 

Allergy Against Insulin. Mary E, Love¬ 
less, New York Hospital and Department 
of Medicine, Cornell University Medical 
College, New York, N. Y. 

One Hundred and Eighty-eighth Meet¬ 
ing, Philadelphia County Medical 
Society Building, Philadelphia, Pa., 
Mat 14, 1946 

Studies on Inhibition of Growth by 
Structural Analogues of Metabo¬ 
lites. D. W. Woolley j Rockefeller Insti¬ 
tute for Medical Research, New York, 

N. Y. 




BRUCELLA SUIS IN AERATED BROTH CULTURE 

I. Peeliminary Studies on Growth Assays, Inoculum, and Growth 
Characteristics in an Improved ]\Iedium‘ 

PHILIPP GEPHARDT and LYNX L. GEE^ 

Camp Detricl:, Frederick^ Maryland 

Received for publication February 11, 1946 

The problem of gi’owing Brucella in broth culture on a comparath^ely large 
laboratory scale for immunochemical studies is one which has receh’ed relatively 
little attention in the past. It was early decided that the factors of su])strate, 
aeration, and inoculum were of particular significance. In addition, a continuous 
sj^stem of culture seemed feasible and desirable. But before such detailed 
investigations, it A\'as necessaiy' that the methods for assaying growth of the or¬ 
ganism be evaluated and modified where necessaiy, and that an over-all picture 
of 'iiormal” growth under optimum conditions of substrate and aeration he ob¬ 
tained for reference. It was for this purpose that the present stud}" was 
undertaken. 


METHODS 

Although sparger aeration (i.e., liubbling of air through deep (luantities of 
culture) was contemplated for subsequent studies, many preliminary investiga¬ 
tions required a simple method to provide a high, yet constant and easih" re¬ 
producible rate of air supply for the growing cultures. These conditions \Yere 
best resolved by employment of shaker flasks. In this technique cultures were 
grown in 25 ml of medium contained in 250-ml Erlenmeyer flasks, which were 
aerated by continuous agitation on a reciprocating shaker apparatus at approxi- 
matety 90 rpm (figure 1). Subsecpient aeration studies proved that the aeration 
provided by shaker flasks was optimum for the medium employed and that the 
results so obtained could used as an optimum standard for comparison Avith 
sparger aeration. All results in this report were obtained Avith shaker cultures. 

The medium employed was a fortified modification (IMcCullough ei ah, 1945) 
of tryptose liroth (Difco): 2 per cent bacto tryptose, 0.5 per cent sodium chloride, 
0.75 or 1.0 per cent glucose, 0.1 pg thiamine hydrochloride per ml, and distilled 
Avater. A single strain of Brucella suis Avas used throughout (received through 
the courtes}^ of Dr. I. F. Huddleson, his strain no. 1772-A). Incubation Avas 
at 37 C. 

Plate counts were made by the usual poured plate method, using tryptose 
agar (Difco). Three plates AA^ere usually aA^eraged per count. Plates Avere 
incubated 4 days. 

Light transmittance Avas determined by means of the Coleman uniA’crsal 
spectrophotometer, using matched 18-mm pyrex test tubes as cuA^ettes. Evalu- 

^ Studies conducted at Camp Detrick, Frederick, Maryland, January to September, 1945. 

^ 1st Lt., Infantry, and 1st Lt., Army Air Force. 
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ations were made on both whole cultures and tenfold dilutions thereof, using 
whole and diluted medium, respectively, as references- Figure 2 shows speptral 
transmittance curves of two representative systems, which indicate that 650 mjLt 
is the practical optimum wave length to be used. The effect of changes in pH 
between pH 6.9 and 9.0 on light transmittance was found to be negligible in both 
uninociilated medium and culture. The application of Beer’s law to spectro- 
photometric evaluations of cultures was checked and found to be valid. 

Catalase activity was determined by a modification of the method described 
by Huddleson (Huddleson and Stahl, 1943). After considerable study, the 
following method was found to give satisfactory results: To a 1.0-ml aliquot of 
1:10 dilution of the culture in a 250-ml Erlenmeyer flask are added 15 mi of 3 
per cent hydrogen peroxide. The flask is agitated on a reciprocating shaker 

TABLE 1 

Variatio7i of replicate plate counts on replicate shaker cultures of Brucella suis 


PLATE NUMBER 


FLASK NO. 

1 

i 2 ! 
1 ^ \ 

3 

4 ] 


' i 

7 

8 1 

9 1 

10 

Mean 

Viable cells per ml X 10“® 

1 

52 1 

42 ^ 

49 

51 

56 

45 

55 

61 

55 

55 

52.1 

2 

37 

53 : 

54 

51 

47 

61 

48 

44 

43 

62 

50.0 

3 

47 

50 

51 

58 

51 

43 

44 

54 

SO 

56 

50.4 

4 

53 

59 

54 

53 

! 64 

54 

1 54 

39 

33 

1 62 

52.5 

5 

58 

48 

43 

51 

52 

37 

1 

30 

54 

51 

45.3 

6 

61 

48 

58 

60 

52 

52 

48 

54 

62 

46 

53.1 

7 

55 

49 

46 

62 

53 

62 

56 

56 

44 

56 

53.9 

8 

56 

61 

52 

49 

57 

74 

53 

55 

53 

61 

57.1 

9 

72 

57 

52 

66 

67 

95 

71 

58 

64 

68 

67.0 

10 

52 

53 

48 

47 

58 

50 1 

53 

51 

56 

53 

52.1 

Mean. 

53.5 

52.0 

50.7 

54.8 

54.7 

57.3 

52.9 

50.2 

50.4 

57.0 

53.4 


(90 rpm) for 15 minutes. Ten ml of 1:4 sulfuric acid are added and the mixture 
is titrated with 0.5 K potassium permanganate. 

Oxidation-reduction potentials were determined, using a shaker flask system of 
platinum electrodes, a saturated potassium chloride agar bridge to a calomel 
half cell, and a Beckman model G potentiometer. Three electrodes were used 
in each of three flasks, each determination thus being the average of nine replicate 
readings. The shaker was stopped when readings were taken. 

The pH was determined directly from a shaker fl.ask having a glas^ electrode, 
a saturated potassium chloride agar bridge, and a plugged inoculation tube in a 
diaphragm-type rubber stopper. The glass electrode had previously been stand¬ 
ardized against a second electrode, so that the pH meter could be balanced against 
standard buffer solution without removing the culture electrode. 

EXPERIMENTAL 

Experiments were conducted to determine statistically the extent of variation 
of evaluations of plate count, light transmittance of the 1:10 dilution, and titra- 
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tion for catalase activity. Ten replicate 24-hour shaker flasks were used, each 
flask being analyzed by ten replications of each of three methods. The results 
are given in tables 1, 2, and 3. The variation between replicate flasks was found 

TABLE 2 

Variation of replicate light transmittance determinations on replicate shaker cultures of 

Brucella suis 


DETEUMINATIOlil NUMBER 


ELASK NO. 

1 

2 

3 

4 


6 

7 


9 

10 

Mean 


Per cent light transmittance of 1:10 dilution 

1 ■ 

18.0 

18.2 

18,0 

18.0 

18.8 

18.0 

18.2 

18.0 

18.0 

19.0 

18.0 

2 

19,2 

18.2 

19.0 

18.8 

18.0 

18.2 

18.8 

18.5 

19.2 

18.2 

18.5 

3 

19.8 

18.8 

18.8 

18.8 

19.0 

19.0 

19.5 

19.0 

19.2 

18.8 

19.0 

4 

18.0 

19.0 

18.5 

19.0 

18.5 

18.8 

18.8 

18.5 

19.0 

19.5 

18.8 

6 

19.2 

19.8 

20.0 

20.0 

18.8 

19.2 

19.0 

18.8 

19.0 

19.0 

19.2 

6 

19.8 

20.0 

20.2 

19.5 

20.0 

19,0 

20.0 

19.8 

19.2 

19.2 

19.8 

7 

18.2 

18.0 

19.0 

18.5 

18.5 

18.0 

18.5 

18.0 

18.0 

18.8 

18.2 

8 

19.5 

19.0 

19.5 

18.5 

19.8 

20.0 

19.2 

19.5 

20.0 

20.0 

19.5 

9 

18.0 

18.2 

18.5 

18.8 

19.0 

19.0 

18.2 

18.2 

18.2 

18.8 

18.6 

10 

18.2 

19.0 

18.2 

18.0 

18.5 

18.0 

18.8 

18.5 

19.0 

18.5 

18.5 

Mean. 

18.8 

18.8 

19.0 

18,8 

18.8 

18.8 

19.0 

18.8 

19.0 

19.0 

18.8 


TABLE 3 

Yariaiion of replicate catalase activity determinations on replicate shaker culture 

of Brucella suis 


DETERMINATION NUMBER 


yiASK NO. 

1 

1 2 

1 

1 ^ 

4 

5 

6 

1 ^ 

! « 

9 

1 

[ Mean 


Catalase equivalent in ml of 0.5 n potassium permanganate 

1 

26.2 

26.7 ; 

27.7 

26.7 

26.1 

25.9 

25.8 

25.6 

25.7 

25.6 

26.20 

2 

25.7 

25.2 i 

26.7 

24.8 

24.2 

25.1 

24.4 

24.7 

24.3 

24.7 

24.98 

S 1 

24.2 

23.7 

25.9 

24.3 

24.3 

23.7 

24.3 

24.1 

23.8 

23.3 

24.16 

4 

25.4 

25.5 

26.3 

26.0 

25.3 

26.2 

25.2 

25.2 

25.1 

25.7 

25.49 

5 

26.0 

25,0 

25.3 

24.6 1 

23.6 

24.1 

25.1 

23.5 

24.2 

24.4 

24.58 

6 

24.6 

25.1 

26.4 

25.4 

25.4 

24.7 

25.3 

24.1 

24.3 

25.2 

25.05 

7 

25.6 

26.3 

25.6 

24.6 

23.6 

23,4 

23.3 

23.5 

23.2 

S 4.0 

24.31 

8 : 

25.2 

24.8 

26.8 

25.4 

24.8 

25.4 

25.2 

24.4 

25.1 

24.8 

26.09 

9 

26.6 

24.8 

25.3 

25.1 

24.6 

24.1 

24.6 

23.9 

24.1 

24.4 

: 24.76 

10 * 

26.8 

25.9 

26.3 

26.7 

25.4 

25.2 

26.6 

24.9 

24,5 

25,1 

25.74 

Mean... S 

25.63 

25.30 

26.13 

1 25.36 

24.73 

24.68 

24.98 

24.39 

24.43 

; 24.72 

25.04 


to be significant for all variables; however, the relatively low values (10.87 per 
cent for plate count, 2.65 per cent for turbidity determination, and 2.49 per cent 
for catalase activity titration) obtained for the coefficient of variation indicated 
tihiat this experimental variation was within allowable limits for biological work. 
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It was decided that duplicate flasks would be used for routine determinations, 
and^ at least four flasks for critical determinations. The variation between 
replicate plate count and turbidity determinations w^as found to be not sig¬ 
nificant. In the case of replicate catalase activity titrations, the variation was 
significant; however, it was shown that there W'as a regression in values with the 
time necessary to complete the replicate titrations. The low^ values (5.14 per 
cent for plate count, 0.53 per cent for turbidity determinations, and 2.23 per 
cent for catalase activity titration) obtained for coefficients of variation beWeen 
replicate determinations indicated this variation to be well within allo-wable 
limits, even when the variation of the catalase activity titrations “was shown to 
be significant. It was decided that at least triplicate plates w^ould be used, and 



E f Fig. 3. Progress of Growth of Aerated (Shaker) Culture of Brucella suis 

IN Fortified Tryptose Broth 
Concurrent evaluations of light transmittance and plate count 

it appeared that single turbidity and catalase activity determinations were satis¬ 
factory for routine work. 

The progress of grow^th of “normal/^ aerated (shaker) cultures in the afore¬ 
mentioned fortified tryptose broth was followed by concurrent evaluations of 
plate count, light transmittance of wffiole culture and 1:10 dilution, catalase 
activity, oxidation-reduction potential, and pH. Growth, curves are given in 
figures 3,4, and 5. These curves represent one experiment, with concurrent de¬ 
terminations. Several general observations were made. Use of this highly 
aerated (by shaking) system, together with a heavy inoculum of actively growing 
cells, apparently decreased the growth period from 50 to 70 hours to approxi¬ 
mately 24 hours, minimised the lag phase of growth, and produced higher majd- 
mal counts. From these and similar results it appeared probable that evalua- 
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Fig. 4. Progress op Growth of Aerated (Shaker) Culture op Brucella suis 
IN Fortified Tryptose Broth 

Concurrent evaluations of oxidation-reduction potential, pH, and plate count 



Fig. 5. Progress of Growth op Aerated (Shaker) Culture of Brucella suis 
IN Fortified Tryptose Broth 
Concurrent evaluations of catalase activity and plate count 


tions of light transmittance, using the 1:10 dilution also employed for the plate 
count, may be utilized in larger scale production to indicate the peak of growth 
shortly before the actual peak of viable count. The catalase activity titration, 


WUM8ER or SACTERIA PER ML^ tO 
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used concurrently 5 may then provide a more directly correlated index for time of 
harvesting. Actual viable cell numbers, of course, may then be found some 
2 to 4 days later, after plates have incubated. Although oxidation-reduction 
potentials may offer some evidence as to aeration efficiency and apparently are 
correlated somewhat with the increase in cell numbers, the technique involved 
possibly is too delicate and variable to be applied satisfactorily. Determinations 
of pH, of course, offer a simple control measure, valuable chie% as an indirect 
method for determining contamination or irregularities in growth. 

Past experience has dictated that control of yield, growth period, strain varia¬ 
tion, etc., may often be accomplished by the employment of proper inocula. 
Consequently, experiments were conducted to determine the influence of the 



A6E OF CULTURE, HOURS 

Pig. 6. Influence of the Amount and Age of Inoculum upon the Rate and 
Extent of Gsowth of Aerated (Shaker) Cultures op Brucella suis 

amount and age of inoculum upon the rate and extent of growth of the ensuing 
cultures. The results of such an experiment are given in figure 6. An inoculum 
culture was grown as usual on the shaker. Samples were removed after 16, 24, 
and 32 hours^ incubation; the 24- and 32-hour cultures were diluted to equal the 
16-hour count. The subcultures were inoculated with 0.01, 0.1, and 1.0 per cent 
by volume of the standardized inoculum of different ages. The progress of 
gro-wth of these subcultures, as indicated by light transmittance of the 1:10 
dilution, was then followed. Apparently there was a close correlation between 
the amount of inoculum used and the length of the lag phase; once the logarithmic 
phase was initiated, growth progressed at a similar rate. Thus, between the 
range of 0.01 and 1,0 per cent, a tenfold difference in the amount of inocnlnm 
manifested itself in approximately 8 hours' difference in the growth period. In 
every case, the maxima reached, as indicated by light transmittance and sub¬ 
stantiated in another experiment by plate count, were approximately the same. 
Furthermore, it was indicated that the differences in the ages of inocula (taken 
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approximately from the logarithmic phase, the phase of negative acceleration, and 
the maximum stationary phase) exerted no significant effect upon the rate or 
extent of growth. Thus, with the different amounts used there apparently was 
no consistent deviation due to differences in the age at which the inoculum was 
taken. It would be presumed, therefore, that it would be most economical in 
larger scale operations to utilize heavy inocnla which bad reached their maximal 
count. It was decided that an inoculum of 1.0 per cent by volume from a 24™ 
hoiir shaker broth culture should be used as a routine, standard inoculum. 

Several apparently variant strains were isolated through single colony selection 
from stock culture sources of the original strain of Brucella suis. In light of this 
observation, a more detailed study was conducted to determine w-hether strain 
variation occurred to an appreciable extent during routine handling of cultui'es. 
Consequently, a typical single-colony-derived culture wms carried through 30 
serial 24-hour transfers in fortified tryptose broth, plain tryptose broth, and on 
tryptose agar slants. No appreciable colonial variation nor any appreciable 
change in catalase activity w-as observed. In another study another typical 
single-colony-derived culture was carried through 63 serial transfers in the forti¬ 
fied tryptose broth, and it also failed to show any appreciable colonial variation. 

DISCUSSION 

Methods for plate count, pH, and oxidation-reduction potential determinations 
have been widely used and needed only to be applied to the requirements of this 
study. The catalase activity determination of Huddleson (Huddleson and 
Stahl, 1943) required some modification and standardization for routine use as 
an index of maximal growTh. The technique was simple and gave results which 
correlated with the progress of growih of a culture, and could be used advantage¬ 
ously in conjunction with light transmittance to determine the point of maximal 
viable yield. Determination of light transmittance (turbidity) was modified 
to provide a convenient, accurate, and rapid assay of giwth. Excellent results 
wrere obtained w^hen the 1:10 dilution of the culture w^as employed. The cultures 
normally reached too low transmittance values for accurate evaluations of whole 
culture. Finally, statistical analyses were made of important assays to deter¬ 
mine the extent of variation and the number of replications needed for normal 
accuracy. 

Growth curves were then made under optimum conditions of substrate and 
aeration, using the foregoing assays concurrently. These curves served as refer¬ 
ences for subsequent experimental wmrk, as the conditions under which the cul¬ 
tures w^ere growm could be accurately reproduced. They served also as the basis 
on which determinations w-ere subsequently made after a 24-hour growth period; 
it w^as indicated that comparisons could be made at this time wdth a fair degree 
of validity. Moreover, these gro^vth curves suggested that light transmittance 
evaluations of the 1:10 dilutions of cultures could be used satisfactorily to indi¬ 
cate rapidly the peak of grow^th so as to determine the time for harvesting cul¬ 
tures. It was observed upon continued use that cultures could be safely 
harvested approximately 6 hours after the peak of light transmittance was 
reached in order to obtain a maximum count in the product. 
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Inoculum studies were undertaken as a means of control as well as to devise a 
method for increasing yields. The influence of the age and amount of inocuia 
upon the rate and extent of growth of the ensuing cultures was determined. 
Relatively large amounts of inocuia w^ere employed in order to decrease the 
growth period and thus increase efficiency. Of particular note w^as the observa¬ 
tion that the amount of inoculum, within the range employed, manifested itself 
primarily in the length of the lag phase, w'hereas the logarithmic rate and extent 
of growth remained virtually unaffected. Moreover, the age of the culture 
from which the inoculum was prepared, within the limits studied, was apparently 
of no influence in these respects. Insofar as routine handling of cultures, as w^ell 
as the normal mass culture procedures, involved prolonged serial transfer of the 
organism, it w^as necessary to determine whether strain variation occurred to an 
appreciable extent under such circumstances. This factor assumed even greater 
significance in subsequent continuous culture studies. Although it w-as possible 
to isolate several apparently variant strains through single colony selection, 
colonial variation or change in catalase activity w^as present only to a limited and 
apparently unimportant degree when single-colony-derived ‘^typicaF’ cultures 
were carried for extended periods in serial transfer. 

SUMIVIART 

Techniques for the determination of light transmittance, catalase activity, 
oxidation-reduction potential, pH, and plate count in broth cultures of Brucella 
suis were surveyed and modified. Statistical analyses w^ere made of important 
assays. 

Grow^th curves W’ere established for shaker cultures in fortified tr 3 i^tose broth, 
using concurrent evaluations of the foregoing assays. 

Emplo^nnent of a heavy inoculum of actively growling cells together with a 
highly aerated (shaker) system markedly decreased the growth period of the 
organism in broth culture and greatly increased fields. 

Differences in the amount of inocuia, within the range employed, manifested 
themselves primarily in the length of the growth period, but the rate and extent 
of growth remained virtually unaffected. Differences in the age of the culture 
from which inocuia W’-ere prepared, witliin the limits studied, apparently w^ere of 
no significant effect in these respects. 

Single-colony-derived cultures of the organism failed to show any appreciable 
colonial variation or change in catalase activity wffien carried for an extended 
period in serial transfer. 
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Resolution of the aeration requirements of Brucella suis in broth culture was 
imperative for the production of the comparatively large amounts of cells re¬ 
quired in the extensive epidemiological and immunological project of which 
this study is a part. The two prime factors in sparger aeration appeared to be 
(1) the rate of air supply and (2) the type of sparger employed; the factors 
apparently were interdependent. Thus, the more efficient the sparger in pro¬ 
ducing fine bubbles, in general the less an required for growth. This has been 
emphasized in a review of biological aeration systems by De Becge and Liebmann 
(1944). In the case of this organism, however, the kinds of antifoam employed 
with various sparger aeration systems has also been found to be of primary 
importance. 

A typical industrial type stainless steel ‘‘dishpan^^ sparger has 0.108-inch 
perforations, 49 per square inch; whereas, in contrast, one of the more efficient 
industrial t3q3e heat-resistant carbon spargers (grade no. 60) has an average 
porosity of 0.0013 inches. Consequently, a detailed study was undertaken to 
compare air requhements, using different sparger types along with different anti¬ 
foams. If through improved aeration air requirements could be lessened while 
high yields w^ere maintained, the opportunity for contamination would be re¬ 
duced, and foaming of the medium decreased. Additional studies were con¬ 
cerned with the employment of a gradually increasing air supply, the influence 
of the pressure head in the sy^stem, and the value of shaking as an aera¬ 
tion expedient. 


METHODS 

The following three types of aeration systems were employed in these studies: 

(1) Shaker flasks, as reported previously (Gerhardt and Gee, 1946), in which 
a high, constant, and easily reproducible rate of air supply was obtained by grow¬ 
ing the organism in flasks incubated on a shaking machine, oscillating horizontally 
a distance of 3.0 inches at a rate of approximately 90 oscillations per minute. 
Normally, 250-ml Erlenmeyer flasks were used, containing 25 ml of medium each. 

(2) Aeration bottles, consisting of l-quart jars, each fitted with a rubber 
stopper and a sparger. Normally, 400 ml of medium were placed in each bottle. 
Air was supplied by maintaining a negative pressure above the medium. 

^ Studies conducted at Camp Detrick, Frederick, Maryland, January to September, 
1946. 

® 1st Lt., Army Air Force, and 1st Lt., Infantry. 
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(3) A column-type aeration system was also devised (figure 1), in wliicli 4-foot 
sections of 80-mm pyrex tubing were modified so as to contain a sparger and sam¬ 
pling tube. Tile medium (3,250 ml) used in the apparatus provided a height of 
liquid of 30 inches. Air was supplied by maintaining a negative pressure above 
the medium. 

Four types of spargers were employed: coarse grade sintered glass type, no. 60 
grade carbon tjpe (National Carbon Co., Cleveland, Ohio), improvised cotton 
muslin type, and perforated stainless steel ‘^dishpan’^ type. Normally^ the 


3. 



sintered glass spargers were employed with the aeration bottles, and the per¬ 
forated stainless steel spargers with the column-type appai-atus. The following 
medium was used: 2.0 per cent bacto tryptose (Difco), 0.75 or 1.0 per cent 
glucose, 0.5 per cent sodium chloride, 0.1 jug thiamine hydrochloride per ml 
(McCullough et aL, 1945) in distilled water. A single strain of Brucella suis was 
used throughout (received through the courtesy of Dr. 1. F. Huddleson, his 
strain no. 1772-A), Normally, an inoculum of 1 per cent by volume from a 24- 
hour shaker broth culture was used; this was approximately 5 X 10® cells per ml 
final concentration. Incubation was at 37 C. Light transmittance was deter¬ 
mined by use of the Coleman universal spectrophotometer on mO dilutions of 
the culture. Unless othenvise stated, the figures in tables and graphs represent 
the average of triplicate 24-hour cultures. 
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The aeration rates are reported in volume units per minute. For example^ 
an aeration rate of one volume per minute means the passing through the system 
each minute of a volume of air equi^mlent to the volume of the medium. The 
aeration rate was controlled by varying the effective negative pressure. The 
air flow was measured with carefully calibrated rotameters, at atmospheric 
pressure. 

Before the studies of sparger aeration systems, it was necessary to find a 
suitable antifoam agent for use with tryptose media under the conditions of 
violent agitation inherent in sparger aeration. Previous laboratory studies 
under somewhat different conditions had indicated the use of a rather heavy layer 
of pure lard. In a series of preliminaiy tests, approximately 15 different anti¬ 
foam agents were screened for physical properties; of these, only a few warranted 
further study. The following agents were found unsatisfactory: capryl alcohol, 
Atlas “arlacelc,^* turkey red oil, corn oil, DuPont ‘‘ocenol/^ octyl alcohol, lard 
oil, lard oil and octadecanol, lard oil and tributyl citrate, and olive oil. DuPont 
HF and LF antifoams were found to have excellent physical properties, but 
subsequently they were found to be highly toxic to Brucella Buis. A 50:50 mix¬ 
ture of lard and tributyl citrate had good antifoam properties and was only 
partially toxic. Pure lard had satisfactory ahtifoam properties under certain 
conditions and apparently was somewhat toxic only under shaker conditions; 
the extreme turbulence effected by shaker aeration apparently made such tests 
not entirely applicable to sparger aeration conditions. Unless otherwise stated, 
an equal mixture of lard and tributyl citrate was used as the antifoam agent. 

EXPERIME3XTAL 

Shaker flasks. Since the shaker-flask culture was used as a standard, it was 
considered advisable to alter the ratio of the medium volume to the flask volume 
in order to determine optimum conditions for a maximum cell count of the stand¬ 
ard medium. This was done by placing 25 ml, 50 ml, 100 mi, and 200 ml of 
medium in 250-ml, 500-ml, and 1,000-ml Erlenmeyer flasks. The results of this 
expeiiment are given in table 1. From this experiment and the extensive amount 
of confirmatory evidence accumulated from other shaker-grown cultures, it was 
concluded that the standard practice of using 25 ml of medium in a 250-ml 
Erlenmeyer flask provided near optimum aeration and could be used as a con¬ 
venient standard reference procedure. 

Aeration bottles. The preliminary study on the type of sparger and the aera¬ 
tion rate required for maximal growth of Brucella suis was conducted in aera¬ 
tion bottles. Table 2 gives a compilation of data from a number of experiments 
designed to compare various rates of aeration with three different types of 
spargers. Under the conditions of comparison, the fine dispersion afforded by 
sintered glass, and even plain cotton muslin, w^as apparently considerably more 
efficient in promoting growth of Brucella suis than the coarser aeration of the 
stainless steel ''dishpan'^ type. The sintered glass type apparently provided 
optimum aeration at approximately one volume of air per minute; quantities', in 
excess of this apparently caused increases in cell numbers only throu^ 
evaporation. 
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A study was made to determine whether a gradual build-up of air supply could 
be substituted for the sustained aeration rate normally employed. This sys- 

TABLE 1 


The influence of amount of medium and size of Erlenmcyer flash on shaker-grown cultures 

of Brucella suis 


FLASK SIZE 

AMOUNT OF MEDIUM 

LIGHT transmittance 

VIABLE CELLS X iO"® 

ml 

% ml 

ml 

p&f ml 

250 

25 

15.3 

50 


50 

16.8 

53 


100 

33.4 

32 


200 

82.3 

4 

500 

25 

12.8 

55 


50 

15.7 

47 


100 

19.5 

48 


200 

38.9 

28 

1,000 

25 

13.6 1 

46 


50 

15.0 

53 


100 

18.1 

46 


200 

19.0 

39 


TABLE 2 

The influence of types of spargers and aeration rates on the growth of Brucella suis 

in aeration bottles 


EXP. NO. 

TYPE OF SPARGER 

AERATION 

RATE 

LIGHT TRANS¬ 
MITTANCE 

VIABLE CELLS X lO*® 

Actual count 

Corrected 

count* 



vollmin 

% 1 

per ml 

per ml 

1 

Sintered glass 

0.1 

59.7 

5.7 


1 

Sintered glass 

1.0 

18.0 

37.7 


2 

Sintered glass 

1.0 

17.0 

41.7 


2 

Stainless steel 

1.0 

77.0 

0.6 


3 

Sintered glass 

1.0 

22.0 

39.0 


3 

Stainless steel 

5.0 

65.0 

1,6 


18a 

Stainless steel 

10.0 

28.0 

77.0 

36.0 

6 

Sintered glass 

1.0 

16.5 

57.3 

52.0 

7 

Sintered glass 

3.0 

12,5 

62.2 

53.5 

8 .. 

Sintered glass 

6.0 

9.0 

73.7 

42.5 

31a 

Sintered glass 

1.0 

19.0 

54.0 


31a 

Cotton muslin 

1.0 

34.0 i 

16.0 i 


32a 

Sintered glass 

1.0 

21.0 

39.0 


32a 

Cotton muslin 

3.0 

15.5 

46.0 



Count corrected to compensate for evaporation. 


tern -would present two advantages if successful: (1) reduction of the total air 
requirements and consequently of the possibilities of contamination, particularly 
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in early stages of growth; (2) reduction of foaming in the early stages of growth, 
when it is most difficult to control. A series of experiments w*as conducted in 
which various schedules of increasing air rates were compared with a constant 
high air rate. The results are given in table 3. They indicate that a gradually 

TABLE 3 


Comparison of graduated air supply with constant air supply on the growth of Brucella suis 

in aeration bottles 


EXP. NO. 

AERATION RATE ANI> SCHEDULE* 

LIGHT TRANS- 
MITT.4NCE 

^ VIABIE CELLS 

X lO-s 


vol/ntin 

% 

per ml 

24 

0.1-1.0(8) 

20.0 

46 


1.0 

17.5 

60 

26 

0.1~0.25(4)-0.5(6H.O(8) 

17.5 : 

44 


1.0 

18.0 

40 

27 

0.1-0.25(4)-0.5(6H.0(12) 

17.0 

43 

1 

1.0 

16.5 

43 

30 

0.25-0,5(5)-1.0(12)-3.0(18) 

19.5 

43 


1.0 

16.5 

43 


* Figures in parenthesis indicate the age of culture in hours when the aeration rate was 
changed. 


TABLE 4 


Comparison of two types of spargers on the growth of Brucella suis in the column-type 

aeration apparatus 


EXP. NO. 

TYPE OP SPARGER 

AERATION RATE 

; LIGHT TRANSMIT¬ 
TANCE 

VIABLE CELLS 

X 10-® 



vol/min 

% 

per ml 

2 

Carbon 

0.5 

29.5 

14.0 


Stainless steel 

0.5 

65.0 

2.5 

3 

1 

Carbon 

0-25 

25.0 

24.0 


Stainless steel 

2.0 

50.0 

. 6.4 

6 

Carbon 1 

0.25 

23.0 

22.7 


Stainless steel 

4.0 

62.0 

4.1 


increasing air rate might be employed to advantage, although no increases in 
yield were obtained. 

Column-type aeration apparatus. The comparison of sparger types was further 
studied in the column-type aeration apparatus. The study was restricted to a 
comparison of the perforated stainless steel “dishpan” type with the grade no. 60 
carbon sparger. The results given in table 4 show that under the conditions of 
the comparison, the finer air dispersion of the carbon sparger was again much 
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more efficient in promoting growth of Brucella suis than the coarser aeration 

afforded by the -stainless steel units. Thus, the maximum air supply possible 
in the apparatus with the perforated stainless steel sparger (four volumes per 
minute) produced less growth than did one-quarter volume per minute with the 
carbon sparger. However, it was felt that the slight toxicity of the lard tributyl 
citrate antifoam noted previously might be greatly enhanced by the extreme 
turbulence present in the columns aerated with the stainless steel sparger. A 
differential toxicity of the antifoam would, of course, invalidate the comparison 
of the sparger types. Consequently a test of the toxicity of lard and lard tributyl 
citrate was made in the column-type aeration apparatus using the stainless steel 
spargers. The results, given in table 5, show that imder conditions of high 
turbulence the lard tributyl citrate antifoam was highly toxic. Thus^ it ap¬ 
peared possible that the apparent superiority of finer spargers (such as the grade 

TABLE 5 


The influence of lard and lard trihutyl citrate antifoams on the growth of Brucella suis in the 

column-type aeration apparatus'^' 


EXP. NO. 

ANTIFOAM ADDED 

UGHT X2ANSM1TTANCE 

VIABLE CELLS X 10”* 



% 

per ml 

6 

None 

20.0 

46.5 


3 mi lard 

16.5 

65.5 


3 ml lard 4- TBC 

31.0 

19.5 

7 

None 

18.0 

40.0 


3 ml lard 

18.5 

47.6 


3 ml lard + TBC 

52.0 

5.5 


^ Aerated at the maximum rate obtainable with no antifoam, 1 to 2 volumes per minute, 
with perforated stainless steel spargers. 


no. 60 carbon type), which require lard and tributyl citrate in order to control 
foaming effectively at the higher aeration rates, might be considerably reduced 
or surpassed when compared to perforated stainless steel spargers which require 
only the nontoxic lard in order to control foaming effectively. The two types of. 
spargers were, therefore, compared, pure lard being used as antifoam. The aera¬ 
tion with the carbon spargers was maintained at the highest rate possible without 
foaming over (increasing from 0.125 to 0.5 volumes per minute), whereas the 
aeration with perforated stainless steel spargers was maintained at an optimum 
rate of two volumes per minute. In this study (table 6) practically identical 
yields were obtained. It would appear, therefore, that lard alone was feasible 
as an antifoam with coarse spargers, or with fine spargers at relatively low aera- 
tiop rates. It was also evident that a fine dispersion of the air was most eflS- 
dent, but increased the difficulties encountered with foaming. 

Composite results of a series of experiments showing the influence of various 
aeration rates upon the over-all growth picture of Brucella mis are given in 
figure 2. Aeration at about 2.0 volumes of air per minute gave the highest 
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TABLE 6 


Comparison of perforated stainless steel and grade GO carbon spargers on the growth of Brucella 
suis in the column-type aeration apparatus using lard antifoam 


TIME 

CARBON SPARGER 

STAINLESS STEEL SPARGER 

Aeration* rate 

Viable cells X 10"» 

Aeration rate 

Viable cells X 10“® 

hrs 

nolfinin 

1 ml 

valjmin 

per ml 

0 

0.125 

1 0.49 

2.0 

0,63 

8 

0.25 

1.44 

2.0 

1.14 

12 

0.5 

5,7 

2.0 

4.0 

16 

0.5 

13.3 

2.0 

12.0 

20 

0.5 

27.3 

2.0 

23.3 

24 

0.5 

38.0 

2.0 

34.3 

28 

0.5 

47.3 

2.0 

46.0 

32 

0.5 

48.0 

2.0 

50.7 

36 

0.5 

53.0 

2.0 

54.3 


* Maintained at a maximum for the carbon sparger, lard system. 



A®£ OP CULTURE, HOWS 

Fig. 2. Influence of Aeration Rates on the Growth of BrucelijA suis in 
Column-Type Aeration Apparatus 

yield, and a rapid rate of increase in the logarithmic phase. Although 2.5 
volumes of air per minute gave better initial growth, the rate of increase and the 
TYifl.yiTr>u-m yield Were slightly less. At 1.0 volume per minute aeration, the mte 
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of increase was somewhat slower, but the final yield at 60 hours actually equaled 
that with 2.0 volumes per minute (results not given). Aeration rates of 1.0 
volume and less per minute ■were apparently suboptimal for maximum rate of 
growth. It ■was concluded, therefore, that approximately 2.0 volumes of air 
per minute was optimal for the growth of Bmcella suis in this apparatus. 

It was desirable to have a single figure that would express the comparative in¬ 
fluence of an aeration rate upon the growth of Brucella suis in the column-type 
aeration apparatus. For this purpose, the viable cell count generation times 
were calculated from the constant aeration rate data. These generation times 
are given in table 7. The growth period from 12 to 16 hours was found to be 
most representative. The results show that the generation time was sharply 
shortened as the aeration rate "was increased up to 2.0 volumes per minute. The 


TABLE 7 

The viable cell count generation time of Brucella suis grown in the column-type aeration 
apparatus using different aeration rates 


EXP. NO. 

AERATION RATE 

VIABLE CELLS X 10~* 

GENERATION TIME 

12 hr 

16 hr 


'jol/min 

per ml 

per ml 

hrs 

11 

0.25 

2.90 

3.17 

31.1 


0.5 

4.05 

5.10 

12.0 


1.0 

6.35 

10.0 

6.1 

8 

2.0 

4,0 1 

12.0 

; 2.5 

9 

2.0 

5.1 

15.0 

! 2,6 

12 

2.0 

1.3 

3.8 

2.6 

13 

2.6 

7.7 

12.5 

5.7 


reverting rise at 2.5 volumes per minute can only be taken as an indication that 
with this system aeration rates above 2.0 volumes per minute are not necessary 
for optimal growth. This observation is further strengthened by the results 
obtained with the built-up aeration rates reported in table 8. 

The study on the gradual building up of the air supply was conducted in some¬ 
what more detail with the column-t 3 ^e aeration apparatus than with the aeration 
bottles. Composite results of this study are given in table 8. Although no 
definite increase in yield or rate of growth was obtained, again a gradual increase 
of the air supply accomplished results comparable to those obtained with a con¬ 
stant aeration rate. Thus, the air requirements were considerably lowered, and 
the initially lower aeration rates served to diminish foaming at the most critical 
foaming period. 

All work with sparger aeration apparatus has been operated entirely under 
negative pressure as a safety factor in the production of comparatively large 
amounts of Brucella suis cells. It was noted early in the aeration study that 
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TABLE 8 

Comparison of graduated air supply with constant air supply on the growth of Brucella suis 
in column-type aeration apparatus 


EXP. 

NO. 


AEItATlON RATE AND SCEEDITLE* 


VIABLE CELLS PER ML X i0“® 




0 hr 

8 hr 

12 hr ' 

16 hr 

20 hr 

24 hr 

28 hr 

32 hr 

: 36 hr 


voljmin 










9 

0,i(4),i(8).i(12), 

1.6 

0.6 

2.9 

! 4.4 

10.1 

20.0 

29.0 

i 47.0 

60,0 


1(16), 2(20) 
i(4),i(8). 1(12), 2(16) 

2.0 

1.3 

4.0 

10.3 

16.5 

33.0 

39.6 

^ 50.0 

57.0 


2 

1.9 

1.1 

5.1 

15.0 

21.5 

32.0 

42.5 

55.0 

51.5 

10 

1,2(8), 4(12) 

1.6 

2.2 1 

6.1 

10.5 

25.0 

33.0 

44,0 

63.0 

46.5 


1, 2(8) 

2.4 

2.0 


16.0 

30.0 

33.0 

55.0 

61.0 

53.0 


1 

1.9 

2.1 

5.9 

16.0 

16.0 

25.5 

31.0 

38.0 

42.6 

12 

1, 2(12) 

0.3 

0.5 

2.8 

4.9 

10.1 

14.5 

19.0 

32.5 ^ 

43.5 


2 

0.3 

0.4 

1.3 1 

3.8 

9.4 

16.5 

23.3 

31.3 

44.0 

13 

1, l§(12),2(16),2i(20) 

0.4 

2.9 

11.7 

12.5 

21.0 

31.0 

32.5 

33.0 

33.0 


1, IMS), 2(12), 2i(16) 

0.5 

3.3 

11.5 

13.5 

27.0 

37.0 

37.0 

34.0 

36.5 


2J 

0.7 

2.5 

7.7 

12.5 

23.5 

34.0 

30.5 

33.0 

38.5 

15 

1,2(12), 3(16), 4(201 

1.7 

1.8 

6.1 

13.0 

30.0 

30.5 

42.0 

55.0 

49.6 


1,2(12), 3(16) 

1.0 

1,9 

5.7 

12.5 

32.0 

37.5 

52.0 

47.5 

45.5 


1, 2(12) 

0.9 

2.4 

6.4 

15.5 

27.0 

29.0 

41.0 1 

36.6 

43.5 


* Figures in parenthesis indicate the age of the culture when the aeration rate was 
changed. 



AGE OF CULTURE, HOURS 

Fig. 3. Influence of Negative Pressure Head on the Growth of Brucella 
SUIS IN the Column-Type Aeration Apparatus 
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many factors (e.g., the porosity of the filters, the height of the column of liquid, 
the size of the tubing, the porosity of the spargers) markedly influenced the 
amount of the negative head above the medium. Since the solubility of a gas 
is a function of the pressure of the gas above the liquid, it was felt that this factor 
had to be evaluated in this aeration study. Consequently, an experiment was 
designed to compare the effect of two widely different negative pressure heads 
upon the growth of cultures in the systems, the two having an equal air supply 
as measured at atmospheric pressure. The results are given in figure 3. One 
effect of the lower pressure was to increase the amount of evaporation almost 
twofold. Consequently, valid interpretation of the results necessitated correc¬ 
tion of the final counts to compensate for this evaporation. It then became ap¬ 
parent that, rather than the wide differences anticipated, the two systems gave 
approximately the same results. It would appear, therefore, that within the 
range normally encountered in the laboratory the negative pressure head exerted 
little effect on the sparger aeration systems operating at optimum aeration rate 

DISCUSSION 

Aeration is one of the most important factors in the production of large 
amounts of Brucella suis cells. With the sparger type aeration systems used in 
this study, foaming of the medium presented an additional problem. Conse¬ 
quently, it was necessary to conduct a preliminary study to find an antifoam 
agent that would control foaming and at the same time be nontoxic to the or¬ 
ganism. A screening test of a number of such agents resulted in the selection of 
pure lard and an equal mixture of lard and tributyl citrate as the most feasible. 
Satisfactory results were obtained in aeration bottle studies using the lard citrate 
antifoam, in w^hich only this agent would adequately control foaming with the 
fine sintered glass spargers. However, relatively low yields were obtained in the 
column-type apparatus w-hen this antifoam was employed, regardless of the 
sparger type. This result apparently was due to the excessive turbulence of the 
system. With pure lard as an antifoam, however, good results w^'ere obtained 
with either fine carbon spargers at their maximum attainable rate (approximately 
0.5 volumes) or the coarse, perforated, stainless steel spargers at their optimum 
rate (approximately 2.0 volumes). Thus, the lard antifoam, carbon sparger 
system -was four times as efficient in air requirements as the lard antifoam, per¬ 
forated stainless steel sparger system. The latter, in turn, gave higher yields 
than either sparger system with lard citrate antifoam. 

The viable cell count generation time, as w’ell as the maximum yields, was used 
as an index of aeration efficiency. It was found that the generation time be- 
tw-een 12 and 16 hours was the most representative of an aeration rate. With 
the stainless steel spargers, which were used because of ease of control and latitude 
in aeration rates, the generation time was reduced from 31.1 hours with an aera¬ 
tion rate of one-quarter volume per minute to 2.6 hours at an aeration rate of 
2.0 volumes per minute. Two volumes per minute aeration was the optimum 
rate for this system. 

The influence of the negative pressure head in the aeration systems upon the 
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efficiency of aeration, and consequently the growth of the culture, appeared to be 
minimal within the range normally encountered in the laboratory. 

A gradual building up of the air supply during growth accomplished sub¬ 
stantially the same results as those obtained with a constant high aeration rate. 
It serves to reduce the total air requirements, thereby minimizing the possibilities 
of contamination, particularly in the early stages of growth, and to reduce foam¬ 
ing at the time w-hen it is most difficult to control. 

SUMMARY 

Employment of a reciprocating shaker apparatus provided an optimum, yet 
constant and easily reproducible, rate of air supply for broth cultures of Brucella 
suis. This technique wms used as a standard reference procedure. 

Aeration requirements for maximum growth of the organism in sparger aera¬ 
tion systems w^ere interdependent upon two factors: type of sparger and the anti¬ 
foam agent necessary to control foaming. Although an equal mixture of lard 
and tributyl citrate was sometimes necessary to control foaming with spargers 
of fine porosity, it became toxic under conditions of high turbulence. An anti¬ 
foam of pure lard was nontoxic under most conditions and satisfactorily con¬ 
trolled foaming with coarse spargers or with fine spargers at low aeration rates. 
Fine, grade no. 60, carbon spargers gave comparably high 3 delds with approxi¬ 
mately one-fourth the air requirements of coarse, perforated, stainless steel 
spargers. 

The viable cell count generation time was used as an index of aeration re¬ 
quirements. This generation time changed from 31.1 hours to 2.6 hours with 
an aeration change from one-quarter volume to 2.0 volumes per minute. 

There w^as no appreciable difference between the effects produced by negative 
pressure heads of 2.5 and 16 inches of mercury on aeration efficiency at an aera¬ 
tion rate of 2 volumes per minute. 

The employment of a gradually increasing aeration rate gave approximately 
the same yields as a constant high aeration rate and enhanced the control of 
foaming in the early stages of growth of sparger-aerated cultures. 

ACKNOWLEDGMENT 

The authors wish to express their deep appreciation for the excellent technical 
assistance of T/4 J. Czarnecki, Chemical Warfare Service, and PhM3/c Elizabeth 
McIntyre, WAVE. Dr. J. L. Roberts and Major S. S. Elberg, Sanitary CorpSj 
supervised the study. 

REFERENCES 

DeBecgb, G., and Libbmann, A. J. 1944 Aeration in the production of compressed 
yeast. Ind. Eng. Chem., Ind. Ed., 36, 8S2~890. 

Gebhardt, Philipp, and Gee, Lynn L. 1946 Brucella suts in aerated broth culture. I. 
Preliminary studies on growth assays, inoculum, and growth characteristics in an im¬ 
proved medium. J. Bact., §2, 261-269. 

McCullough, W. G. 1945 Unpublished. 




BRUCELLA SUIS IN AERATED BROTH CULTURE 
III. Continuous Cultuhe Studies^ 
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The maintenance of a given bacterial population by the continuous addition 
of fresh medium and the withdrawal of culture presumably represents the ulti¬ 
mate in efficiency for the production of the comparatively large amounts of 
organisms that are normally required for immunochemical investigations. The 
rapid grow^th, nonsporulation, apparently stable strain characteristics, and 
aerobic nature of Brucella suis made it seem particularly adaptable to such a 
process. Consequently, this study w^as undertaken to devise a laboratory pro¬ 
cess for continuous culture of the organism that might be translated to the pro¬ 
duction of larger quantities for chemical and immunological studies. 

The literature contains sevei^al reports regarding similar techniques, although 
none w^as directly applicable. A continuous vinegar fermentation process has 
been described and applied industrially, but it seemed to have limited usefulness 
in this study. Similarly, laboratory apparatus and experimental uses have been 
described by several workers (Moyer, 1929; Haddon, 1928), but in each case the 
method was not adapted to the requirements of this investigation. A system 
originated by Rogers (Rogers and Whittier, 1930) and adapted by Cleary (Cleary, 
Beard, and Clifton, 1935) suggested a means of attaining the results desired. 
Modifications w^ere necessary, however, for its use with a highly pathogenic or* 
ganism, for more accurate flow" control, and for carefully controlled aeration. 
Probably the most applicable studies have been reported by Kolachov and co- 
W"orkers (Unger et aL, 1942; Bilford et al., 1942), W"ho have developed an ap¬ 
parently successful continuous aerobic process for the production of distillers’ 
yeast on a pilot plant scale. They w"ere able to reduce the allover processing 
time from 20 to 40 hours to 4 hours for an equivalent volume of product, at the 
same time increasing yields from 150,000,000 to 500,000,000 cells per ml and 
obtaining yeast of high quality, uniformity, purity, and fermentability. It is 
to be noted, how'ever, that in no case reported in the literature were highly viru¬ 
lent organisms employed extensively. 

APPARATUS AND METHODS 

Preliminary experiments on the regeneration time (i.e., the time necessary to 
reproduce a given population) and grow^th characteristics of the organism were 
conducted in shaker flasks, but subsequent studies employed modifications of 

^Studies conducted at Camp Detrick, Frederick, Maryland, January to September, 
1945. . 

2 1st Lt., Infantry. 
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aeration bottles (Gee and Gerhardt, 1946). In the first technique, cultures 
were grown in 25 ml of medium in a 250-ml Erlenmeyer flask, and aerated by 
continuous agitation on a reciprocating shaker at approximately 90 rpm; by 
this method a liigh^ constant, and easily reproducible rate of air supply was 
obtained, providing accurately controlled cultural conditions. In the second 
technique, ordinary 1-quart jars were fitted with a rubber stopper and a coarse 
grade sintered glass sparger and partially filled wdth 400 ml of medium; filtered 
air was supplied by negative pressure. The following-medium (McCullough 
et aL, 1945) was used: 2 per cent bacto tryptose, 0.5 per cent sodium chloride, 
0.75 or 1.0 per cent glucose, 0.1 jug thiamine hydrochloride per ml, and distilled 
water. A single strain of Brucella suis was employed throughout (received 
through the courtesy of Dr. I. F. Huddleson, his strain no. 1772-A). Incubation 
ivas at 37 C. Plate counts were made by the usual poured plate methods using 
tryptose agar (Difco). Light transmittance was determined by use of the 
Coleman universal spectrophotometer, using matched IS-mm pyrex test tubes as 
cuvettes. Evaluations *\vere made on the 1:10 dilution of the culture, using a 
1:10 dilution of the original medium as the reference standard. 

Initially, two basic concepts of continuous culture were considered: (1) a 
so-called “cyclic’^ continuous system, in which the addition of fresh medium and 
the withdrawal of culture were made at periodic intervals, a portion of the 
product being retained as starter for the ensuing cycle; and (2) a completely 
continuous system, in which the addition of fresh medium and the withdrawal of 
product were accomplished continuously and simultaneously, A description of 
the laboratoiy apparatus devised for these systems follows: 

(1) The “cyclic’’ system was applied to either one or a number of 
culture vessels in series. When operated as a unit, the culture was grown for a 
given period of time, at which point 50 or 90 per cent of the product was with¬ 
drawn to a receiving flask, an equivalent amount of fresh sterile medium was 
added to the vessel, and the culture was allowed to regenerate again to the given 
level to complete the cycle. Fundamentally, this amounted to a serial transfer 
in a closed system employing large inocula. The same system, operated with a 
number of vessels, was so arranged as to employ one vessel to provide inoculum 
for two or more culture vessels; for instance, the inoculum vessel might regenerate 
in a 4-hour cycle to balance three culture vessels, each maintaining a 12-hour 
cycle. Either modification of the cyclic system was operated in a completely 
closed apparatus; addition of medium, withdrawal of culture, and aeration were 
accomplished by negative pressure through manifold flow tubes. 

(2) A schematic diagram of the apparatus devised for the completely con¬ 
tinuous system is presented in figure 1. A supply of sterile medium was con¬ 
tained in the storage flask and was replenished infrequently by aseptic addition 
through a sampling tube. The medium was drawn from this flask to the culture 
vessel through capillary tubing and a standard orifice to regulate the supply. 
The change in flow that would be encountered as the supply of medium was 
depleted (due to the change in hydrostatic pressure) was obviated by the com¬ 
pensating effect of the air inlet capillary and the medium outlet capillary reaching 
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to the bottom of the flask. In the culture vessel, a given population was main¬ 
tained, depending upon the rate of medium supply and product removal. This 
rate of operation was regulated by the capillary and standard orifice restrictions 
and by the amount of negative pressure. Air was supplied at a constant and 
previously determined optimal rate of 400 ml per minute. Foaming wms con¬ 
trolled .by the addition of an equal mixture of lard and tributyl citrate. Samples 
were withdrawn through the sampling tube. Twenty-four-hour intervals were 
allow^ed for the system to reach equilibrium. Culture was withdrawn through 
the vacuum line, maintaining a constant level of 400 ml in the reactor. The rate 



R£C€lVtf4G VACUUsi 

FLASK PUMP 

KEY : I - FILTER 
£• CLAMP 

3- SPARSER 

4- STAII0AR& OfUFICE 

5- CAPILLARY TUSiM®, 

Fig. 1. Diagram of Completely Continuous Culture Apparatus 

of product withdrawal (and therefore medium supply as w^ell) wms measured by 
by-passing the efiSuent into the meter and timing the passage of a given amount. 
The product was collected in a large receiving flask. A constant vacuum was 
maintained in the system by the use of a portable | HP rotary pump. Steriliza¬ 
tion of the air entering the culture and medium storage vessels, as w^ell as the 
effluent air, was effected by cotton filters. 

The efficiency of operation of the various systems was expressed as the increase 
in cell count per hour. Although calculated somewhat differently for each 
system, the various efficiency data are on a comparable basis. 

EXPERIMENTAL 

Preliminary experiments were conducted to determine the time necmai^ for 
the regeneration of cultures, using different levels of inocula taken fromWariotis 


MEDIUM STORAGE CONTINUOUS EFFLUENT 

FLASK CULTURE METER 
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periods in the growth phase. Thus, samples were removed from a parent culture 
when it had reached light transmittance levels of 40, 30, and 20 per cent, and 
were used to inoculate subcultures; the time necessary to regenerate these levels 
was then determined. Theoretically, a cyclic continuous system would merely 
represent a continued repetition of this process. Composite results of such an 
experiment are given in table 1. Although a 10 per cent inoculum level apparent¬ 
ly gave a somewhat comparable efficiency of production, the 50 per cent level was 
used in subsequent work by reason of its more ready adaptation to larger scale 
processes. Regeneration to a near-peak turbidity was also found to be more 
efficient under the conditions of the experiment. 

An apparatus was assembled having one inoculum and three culture vessels, 
for operation in a cyclic continuous system. The inoculum vessel was trans- 

TABLE 1 


Regeneration time of aerated (shaker) cultures of Brucella suis 


NO. 

1 PARENT CULTURE 1 

SUBCULTURE 

Light 

transmit¬ 

tance 

Viable cells 
X 10-9 

Amount of | 
inoculum 

Regenera¬ 
tion time 

Light 

transmit¬ 

tance 

Viable cells 
X 10-9 

Eficiency* 


CT 

per ml 

% 1 

hours 

% 

per ml 


1 

40.0 

22 

50 

5.5 

40.0 

28 

1 3.1 

2 

40.0 

22 

10 

10.5 

40.0 

28 

2.5 

3 

30.5 

30 

50 

7.0 

30.0 

30 

2.1 

4 1 

1 

30.5 

30 

10 

11.5 

28.5 

37 

3.0 

1 

5 1 

20.5 

36 

50 

10.5 

20.0 : 

55 

3.5 

6 i 

20.5 

36 

10 

16.0 

20.0 

59 

3.5 


fin al count — initial count ^ 
regeneration time 


ferred at 5-, 4-, and 3-hour intervals, with respective generation periods for each 
reactor of 15, 12, and 9 hours. Each schedule was maintained for at least nine 
transfers, or three complete cycles. Results are given in table 2. These results 
indicate that for a given schedule, an equilibrium which was rather constant was 
attained in the system. It appeared that a 4-hour interval between harvests 
was feasible; a 3-hour schedule apparently resulted in a disproportionally de¬ 
creased count in the “product. Obviously, employment of one inoculum and 
three culture vessels represented but one of several methods of obtaining maxi¬ 
mum utilisation of a given number of vessels; in practice, this factor would be 
adjusted to specifications required for 3 ?ield and modified to available facilities. 

As mentioned before, the cyclic continuous system may be applied to a unit 
operation; i.e., a single culture vessel may be used for culture, merely retaining 
sufficient product after each phase to start the ensuing one. Such a system 
was examined in some detaU, as it afforded a readily adaptable, simple system 
for larger scale operations. Duplicate sets of apparatus were made for testing 
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TABLE 2 


Operation of 7nuliiple'^ cyclic continuous culture system with SO per ccrU inoculum 



INOCULtJlI ^-ESSEI. 1 

CrLTURE VESSELS 

SEKIES NO. 

Age of 
culture 

Light I 
transmit¬ 
tance 

Viable cells 

X 10-^ i 

i 

1 

Xo. 1 

Age of 1 
culture 1 

Light i 
transmit- j 
tance j 

Viable ceils 
X 10-9 


hours 

Vo 

per ml | 


hours 1 

% 

per ml 

1-1 

14 

38.0 

1 

1 

15 1 

16.0 

56 


5 

32.0 

1 

2 

15 

19.5 

49 


5 

26.0 

1 

3 

15 

19.0 

43 

1-2 

5 

28.0 


1 

15 1 

18.0 

47 


5 

27.5 


2 

15 i 

19.0 

54 


5 

26.0 


3 

15 1 

20.0 

53 

1-3 1 

5 

26.5 


1 

15 ! 

19.0 

50 


5 

27.0 


2 

15 

19.5 

45 


5 

25.0 


3 

15 

17.5 

48 

14 

5 

26.0 


1 

14 

IS.O 

51 


5 

28.0 


2 

13 

17.5 

51 


5 

27,0 


3 

12 

17.0 

55 

1-5 

4 

31.0 


1 

12 

17.5 

46 


4 

32.5 


2 

12 

20.0 

54 


4 

32.0 


3 

12 

16.0 

57 

1-6 

4 

31.0 

32 

1 

12 

17.0 

54 


4 

31.0 

26 

2 

12 

19.0 

53 


4 

33.0 

31 

3 

12 

19.5 

49 

1-7 

4 

35.5 

30 

1 

12 

17.5 

46 


4 

35.0 

32 

2 

12 

18.5 

35 


4 

35.0 

31 

3 1 

12 

17.5 

36 

oo 

1 

4 

36.0 

29 

1 

12 

17.0 i 

43 


4 

31,0 

27 

2 

12 

■ 18.5 i 

46 


4 

33.0 

21 

3 

12 

19.5 ; 

42 

1-9 

4 

32.5 

26 

1 

12 

18.5 

46 


4 

30.0 

24 

2 

12 1 

21.0 

26 


4 

31.0 

20 

3 

12 ' 

19.0 

32 

2-1 

20 

30.0 


1 

9 

19.0 

36 


3 

35.5 

15 

2 

9 

31.5 

25 


3 

35,5 

18 

3 

9 

25.5 

13 

2-2 

3 

37.5 

14 

1 

9 

22.0 

32 


3 

36.5 

15 

2 

9 

22.0 

26 


3 

41.5 

14 

3 

9 

21.0 

34 

^ 2-3 

3 

46.0 

12 

1 

9 

22.0 

32 


3 

43.5 

11 

2 

9 

22.0 

26 


3 

41.5 

18 

3 

9 

21.5 

18 

2-4 

3 

39.5 

13 

1 

9 

20,5 

.22 


3 

33.0 

15 

2 

9 

20.0 

21 


* One inocalum vessel and three culture vessels. 


10 and 60 per cent inoculum operations, Results of the experiments are given in 

tables 3 and 4. The efficiency of generation was expressed as increase in cell 
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TABLE 3 


Operation of unit cyclic continuous culture system with 50 per cent inoculum 


SEMES NO. 

AGE or 
CULTURE 

LIGHT TRANSMITTANCE 

VIABLE CELLS X 10"® 

KEFICIENCY® 


hours 

% 

a»g. % 

per ml 

avg. per ml 

avg. 

1 . 

22 

18.5 


22 



2 

12 

16.0 


40 



3 

12 

10.5 


56 



4 

12 

13.5 

11.7 

46 

56 

2,3 

5 

12 

11.5 


60 



6 

12 

11.0 


61 



7 

12 

; 12.0 


56 



S 

1 , 8 

’ 12.5 


52 



9 

1 8 

11.0 


55 



10 

' 8 

15.0 


46 



11 

8 

13.0 

12.8 

45 

50 

3.1 

12 

8 

12.0 

47 

13 

8 

13.0 


48 



14 

8 

13.0 


54 



15 

8 

12.5 


53 



16 

6 

16.0 


29 



17 

6 

16.0 


23 



18 

6 

17.0 


38 



19 

6 

IS.O 

17.4 

39 

33 

2.8 

20 

6 

18.0 

30 

21 

4 

18.0 


29 



22 

8 

18.5 


35 



23 

6 

17.5 


40 



24 

4 

19.5 


19 



25 

4 

22.0 


28 



26 

27 

4 

4 

22.0 

19.5 

20,0 

27 

28 

29 

3,6 

28 

4 

19.0 


30 



29 

4 

19.0 


32 



30 

2 

26.0 


19 



31 

2 

30.5 1 


17 

1 


32 

2 

41.5 


17 



33 

2 

44,0 

var.t 

10 

var.t 

var.t 

34 

2 

46.0 

14 

35 

2 

46.5 


10 



36 

■2 

48.5 


12 



37 

2 

52,0 


8 



38 

12 

15.0 


35 



39 

12 

12.5 


51 



40 

12 

12.0 


58 




Efficiency — 


final count — initial count 


X 10- 


age of culture 

t Var.: no calculations possible as culture failed to reach equilibrium. 
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count per hour. It may be seen that higher efficiency figures were obtained for 
the 50 per cent system; this served to substantiate the preference for a 50 per cent 
leveL Furthermore, the highest efficiency was obtained when transfers were 


TABLE 4 


Operation of unit cyclic continuous culture system with iO per cent inoculum 


SEUIES NO. 

AGE OF 
CULTURE 

LIGHT TEANSMITTANCE 

VIABLE CELLS X lO'® 

EmCZEKCY* 


haurs 

% 

a-vg/% 

per ml 

Mg per ml 

ati 

1 

24 

15.0 


47 



2 ' 

24 

12.0 


59 



S 

24 

13.0 


53 



4 

24 

12.0 

12.0 

51 

51 

1.9 

6 

24 

12.0 


52 



6 

24 

12.5 


1 48 



7 

24 

12.0 


i 46 



8 

16 

i 12.0 


49 



9 

16 

15.5 


45 



10 ' 

16 

15.0 

15.5 

40 

47 

2.6 

11 

16 

15.0 

56 

12 

16 

16.5 


42 



13 

16 1 

15.5 


53 



14 

12 1 

20.0 


25 



15 

16 

12 

12 

20.0 

20.0 

19.5 

24 

37 

31 

2.3 

17 

12 

18.5 1 


31 



18 

8 

29.0 


IS 



19 

8 

27.0 


19 



20 

8 

36.0 


17 



21 

10 

23.5 


20 



22 

6 

21.0 


27 



2St 

8 

76.0 

31.0 

1$ 

18 

2.0 ^ 

24 

8 

33.0 

25 

8 

31.0 


25 



26 

8 

29.6 


22 



27 

8 

30.5 


12 



28 

8 

31.0 


15 



29 

8 

29.0 


17 




* Efficiency 


final count “ initial count 


age of cultre 
t Air supply accidentally cut off at this point. 


X IQrK 


made at 4-hoTir intervals. Highest counts were, of course, found at the longest 
interval. In practice, the balance of efficiency vs. cell count per unit volume of 
medium would be established by the requirements of the product. It was of 
inter^t to note that wffien a 2-hour transfer schedule was maintained, the culture 
failed to regenerate to the previous level and was merely being diluted out. 
Thus, it would appear that the generation time of the organism is grater than 2 
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hours; previous calculations from growth curves indicated it to be approxi¬ 
mately 2*6 hours. This unit system was operated continuously for as many as 
15 days; in every ease contamination arose in the medium storage flasks, where 
it was necessary to open the system infrequently to replenish the medium 
supply. 

As a consequence of these preliminary studies, an apparatus was developed in 
which the addition of fresh medium and the withdrawal of product were ac¬ 
complished continuously and simultaneously; its operation has previously been 
described in detail and a diagram is given in figure 1. Although most of the 
time available was devoted to designing the apparatus and modifying it for 
efficiency, a few satisfactory runs were made. The results of one experiment 
are given in table 5. Samples were taken at 24-hour intervals, in which period 
it was presumed that the system had reached equilibrium. Although the results 

TABLE 5 


Operation of completely continuous culture system with varying rates of operation 


AGE OP CULTURE 

CALCULATED RATE OP OPERATION 

LIGHT 

T-RANSMITTANCE 

viable 

CELLS X 10“9 

EPPICIENCY* 

Replacement 
per hour 

Time for complete 
replacement 

hours 

% 

hours 

% 

per ml 


24 

6.0 

16.7 

12.5 

58 

3,5 

48 

13.0 

7.7 

22.0 

44 

5.7 

72 

14.3 

7.0 1 

22.0 

25 

3.6 


26.8 

3.7 

37.0 

1 

6.2 


^ average count 

* Efficiency = v-1- t— -;-7 X 

time for complete replacement 


are limited, it would appear that an excellent efficiency can be obtained by the 
process, comparable or better than those from previous cyclic continuous systems. 
Thus, employing the ‘‘^optimum” schedule in each case, this completely continu¬ 
ous system gave a harvest of an equivalent full-vessel volume (409 ml) every 
7.7 hours with a count of 44 X 10^ whereas the best previous system gave an 
equal amount of product every 8 hours with a count of 29 X 10^. Expressed as 
efficiency (cells per ml increase per hour, X 10“®), they were 3.6 and 6.7, re¬ 
spectively. The experiment was stopped when contamination appeared in the 
medium storage vessel, after a replenishment of the medium became necessary. 
The apparatus was then modified to include a second medium storage carboy 
(approximately 20 liters), from which medium could be replenished through a 
completely closed system. With this modification, the apparatus was success¬ 
fully operated for more than 2 weeks, with a complete turnover in the culture 
vessel every 8 hours, at most, and with a product having a count in excess of 
40 X 10® cells per ml. Preliminary strain studies had shown that strain mutation 
was minimal after as many as 63 serial transfers, and the same strain constancy 
apparently occurred in these experiments. No virulence tests were conducted. 
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DISCUSSION 

Although maintenajice of bacterial cultures by serial transfers is a routine and 
accepted pirocedure, few efforts have been made to study serial transfer in a 
continuous phase, beyond theoretical considerations. Such a procedure, how¬ 
ever, presumably represents the ultimate in efhciency when production of 
comparatively large quantities of microorganisms or their by-products is desired, 
and thus assumes practical importance. Application of this principle to the^ 
culture of Brucella suis resulted in the development of a laboratory apparatus in 
which the addition of fresh medium and the withdrawal of product were 
accomplished continuously and simultaneously. It was operated safely and 
aseptically for prolonged periods of time with little manual attention, and gave a 
product of very high cell concentration, uniformity, and purity. The advantages 
of such a continuous process are primarily an increase in production efficiency 
and reduction in manual attention. With the customary “batch” methods, it 
had previously been possible to produce a given large unit of Brucella suis in 
approximately 48 hours over-all time; whereas, using a completely continuous 
system, it is believed that an equivalent product could be produced in approxi¬ 
mately 8 hours, not including time which may be gained from the elimination 
of frequent sterilization of equipment and handling. Once started and ad¬ 
justed, the continuous system required only infrequent attention to replenish 
the medium supply and to remove the product. Operated under negative 
pressure, the system minimized the hazards of producing a highly virulent organ¬ 
ism in quantity. The product contained a very high concentration of cells, was 
free from contamination, and contained practically no morphological strain 
variants. 

The disadvantages of the process are also evident. Strain mutation, particu¬ 
larly from the standpoint of virulence, has not been fully studied and might 
possibly arise as an objection. More extensive use of the apparatus might intro¬ 
duce increased problems of contamination control. It might be necessary to 
convert the process to positive pressure, with accompanjdng difficulties. Foam¬ 
ing of the medium constantly provides a difficult problem of control. These 
problems wiU, of course, require further study. 

It is believed that, going beyond the scope of this investigation, the process 
might find successful application to the experimental preparation of vaccines and 
other immunogenic products, antibiotics, legume inoculants, yeast, and other 
fermentation products. The fact that the apparatus has been operated with no 
infections of personnel or serious accidents, in growing an organism as virulent 
and infective as Brmella suis^ is considered to be of significance. The utilization 
of a closed system for culture and the decreased amount of manual attention 
required have contributed materially to this factor of safety. Thus, the possible 
applications to experimental preparation of virulent or toxic biologicajs are felt 
' to be of particular importance. There are several factors limiting such applca- 
tions: the organism must have stable strain characteristics; there can be no 
accmxLulation of limiting toxic by-products of the organism; and the meUiod 
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probably could not be adapted to the production of sporulating bacteria. With 
continued study and modification, however, it is hoped that the concept of 
continuous culture of bacteria may find further practical applications. 

SUMMARY 

Preliminary experiments were conducted to determine the time required for 
regeneration of Brucella suis cultures, using different levels of inocula taken from 
various periods in the growth phase. These results were applied to the con¬ 
struction and operation of so-called ‘‘cyclic” continuous culture systems, 
in which the addition of fresh medium and the withdrawal of culture were made 
at periodic intervals, a portion of the product being retained as starter for the 
ensuing cycle. 

As a consequence of these initial studies, a laboratory scale apparatus was 
developed in which the addition of fresh medium and the withdrawal of product 
were accomplished continuously and simultaneously. This apparatus was 
operated safely and without contamination for prolonged periods of time with 
little manual attention, and produced a Brucella mis suspension of very high 
concentration, uniformity, and purity. 
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The abilit}’’ of some groups of closely reiat-ed yeasts to use potassium nitrate as 
a source of nitrogen was applied successfully by Stelling-Dekker (1931) to the 
classification of the sporogenous yeasts. Later, Lodder (1934) added other 
nitrogen compounds, namely, ammonium sulfate, urea, asparagine, and pep¬ 
tone, in diagnostic tests for her classification of the nonsporogenous, nonfil- 
amentoiis yeasts. She employed a modification of Beijerinck^s (1889) aux- 
anogi'aphic technique in the following manner: About 2 ml of a dense suspension 
of the yeast to be tested were placed in a petri dish. It was assumed on the basis 
of Wildiers’ (1901) work that the use of such a heav^’^ inoculation of cells would 
provide adequate growth factors. An agar medium consisting of 2 per cent 
glucose, 0.1 per cent potassium dihydrogen phosphate, 0.05 per cent magnesium 
suKate, and 2.0 per cent washed agar was cooled to 40 C and poured into the 
dish. The medium and yeast werer^quickly mixed. After the medium had 
solidified, the plate ms placed in an incubator to dry for a few hours at 30 C. 
Then small portions of the nitrogen-containing compounds were placed on the 
solid surface of the inoculated agar. On incubation at 25 C, an area of growth 
was produced around those compounds that were assimilated. 

Lodder^s study disclosed that a majority of the yeasts vith which she worked 
were capable of utilising all the compounds that she had introduced. However, 
some species of Torulopeis and all species of Kloeckera failed to assimilate am¬ 
monium sulfate, urea, and asparagine. These facts were subsequently incor¬ 
porated in her descriptions of species and genera. 

These nitrogen compounds, as well as the use of the auxanographic plate 
method, were generally adopted for diagnostic purposes by succeeding workers 
in Europe and South America. Langeron and Guerra (1938) used Lodder 
medium and technique for their study of filamentous yeasts belonging to the 
genus Candida, Because they found that urea disused through the medium so 
rapidly that it sometimes overlapped the diffusion zones of other nitrogen sources, 
only one other test substance was placed in the same plate. Langeron and 
Guerra found that 2 of their 16 species oi Candida, C, pellicnlosa and C. zey- 
lanoides, utilized peptone only, but 6 assimilated urea. 

At variance with these results were the findings of Diddens and Lodder (1942) 
with respect to the assimilation reactions of the Candida species. They found 
that C. pelliculom and C. zeylanoides utilized ammonium sulfate, urea, and 
asparagine in addition to peptone, and that the species C, iropicdliSj C.\gt^ 

^ One of the laboratories of the Bureau of Agricultural and Industrial Chemistry, Agri¬ 
cultural Research Administration, U. S. Department of Agricuituxe. 
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Kermondii, and C. zeylanoides utilized urea, in contradiction of the findings of 
Langeron and Guerra. 

Further confusion was added by the results of Macldnnon and Axtagaveytia- 
Allende (1945). Using Fodder’s auxanographic technique, these authors found 
C. pelUculosa able to utilize asparagine and peptone but not ammonium sulfate 
or urea. They did not study C. zeylanoides. Of 15 species of Candida studied, 
only 4 utilized urea. When results with the auxanographic technique were 
inconclusive, they used Fodder’s medium with 1 per cent of the nitrogen com¬ 
pound in tubes, and the growth on the surface was compared with that of a 
culture on Fodder’s medium without added nitrogen source. Zobl (1943) used 
these nitrogen compounds in a study of the Candida species isolated from the 
vagina. Custers (1940) employed them in his studj^ of the Brettanomyces genus. 

Yeast taxonomists in North America have not generally used nitrogen or car¬ 
bon assimilation tests, exceptions being Graham and Hastings (1941), Mrak and 
McCIung (1940), Mi’ak, Phaff, and Vaughn (1942), Mrak, Phaff, Vaughn, and 
Hansen (1942), and Bedford (1942). Mrak and Bedford used a synthetic 
liquid medium rather than auxanographic plates because the liquid method 
expedited the determinations and gave results comparable to those obtained by 
the auxanographic method. Mrak and McCIung (1940) described a new species, 
Torulopsis fermentans, which assimilated peptone but which did not assimilate 
asparagine, urea, ammonium sulfate, or nitrate. 

EXPERIMENTAL. 

A study of methods used for assimilation tests was prompted by the need for 
adequate techniques to be used in the classification of approximately 1,700 yeast 
strains in the collection of microorganisms maintained by the Northern Regional 
Research Faboratory. A modification of Fodder’s medium was used, in both the 
solid and liquid form, with additions of trace elements and eight pure B vitamins, 
seven of which are known to be required by various yeasts. 

The medium in current use consists of the following compounds in the amounts 
indicated per liter of solution: 


Trace elements 

Boron, as H 3 BO 3 .. 0.01 ppm 

Copper, as CuS 04 - 5 H 20 . 0.01 ppm 

Iodine, as KI.. 0.10 ppm 

Iron, as FeCb'OHaO. 0.05 ppm 

Zinc, as ZnS 04 * 7 H 20 . 0.07 ppm 

Vitamins 

Biotin. 2 jug 

Calcium pantothenate.. 400 jug 

Inositol... 2,000 jug 

Niacin. 400 jug 

Pam-aminobenzoic acid. 200 jug 

Pyridoxine hydrochloride. 400 jug 

Thiamine hydrochloride. 400 jug 

Riboflavin... 200 
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Salts 

KH.PO,. 0.875 g 

K 2 HPO 4 . 0.125 g 

MgSO.,.7H.0. 0.50 g 

NaCl. 0.10 g 

('tLC1r2H20. 0.10 g 

Carbon source 

Glucose. 10.0 g 

Nitrogen sources (used separately) 

(NHd2S04. l.OO g 

KNO;;. O.TSg 

Urea. 0.46 g 

Asparagine. 1.00 g 

Peptone... 1.32 g 


The use of stock preparations of trace elements, vitamins, and some of the 
salts reduce the work required in the preparation of the medium. These stocks 
are made as follows: 

L Trace elements solution, 1,000 X. The compounds containing the trace 
elements are dissolved in water to give a stock solution 1,000 times the concen¬ 
tration desired in the medium. The unsterilized stock is stored in a screw-cap 
bottle. As mentioned later in this report, passage through a Seitz filter en¬ 
riches the medium in iron, magnesium, calcium, and probably other trace ele¬ 
ments due to the addition of soluble minerals from the filter pad (Brovuie, 1943; 
Hunter, 1943; Webb, Irish, and Lyday, 1944). The incorporation of manganese 
and molybdenum is anticipated in later studies. 

Vitamin solution, 100 X. Pure, commercially produced vitamins are 
suspended in distilled water and pipetted into tubes in such quantities that each 
tube contains sufficient material for 20 liters of medium. The vitamin vsus- 
pensions are immediately frozen, dried from the frozen state, sealed under vac¬ 
uum, and stored in the refrigerator until used. The dried mixture of vitamins from 
one tube is dissolved in 200 ml of distilled water containing 2.91 g potassium 
dihydrogen phosphate and 0.06 g potassium monohydrogen phosphate. This 
100-fold concentration of vitamins is sterilized by Seitz filtration. The sterile 
concentrate has a pH of 5.0 to 5.1. It is stored in the refrigerator for use as 
needed. 

S. Salts solution, 10 X. Ten times the amount of phosphates and sodium 
chloride required for 1 liter of the medium are dissolved in 900 ml of distilled 
water. This stock may be kept in a refrigerator without sterilization for a 
period of 2 or 3 weeks and used as needed. 

One-half gram of magnesium sulfate and 0.10 g of calcium chloride are dis¬ 
solved consecutively in 900 ml of distilled water, and 4.5-ml (quantities of the 
solution are placed in clear test tubes of 16-mm diameter. The tubes are 
plugged with cotton and sterilized in the autoclave. This procedure prevents 
the formation of insoluble magnesium ammonium phosphate hexahydrate, which 
would form Avere these salts combined in the 10 X strength solution. 
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The stocks are combined in the following manner to prepare 10 X strength 
solutions of each mecliiim to be used. Taking the preparation of the medium 
with ammonium sulfate as an example, the procedure would be as follows: In 
90 ml of the 10 X salts solution are dissolved I g of ammonium sulfate, 10 g of 
glucose, and I ml of trace elements stock. The solution is sterilized by passage 
through a Seitz filter. Then 10 ml of the sterile vitamin stock are added. This 
medium is stored in the refrigerator, and, Avhen needed, 0.5-ml portions are 
pipetted into the test tubes containing 4.5 ml of the magnesium sulfate and 
calcium chloride solution prepared as described above. The medium is clear 
and colorless. The tubes are inoculated usually within 1 or 2 days after* they 
are prepared. 

The inoculum is prepared by growing the yeast on slants of yeast extract 
agar in lO-mm tubes. This medium contains 3 g of powdered yeast extract, 
5 g of peptone, 10 g of glucose, and 20 g of agar in 1 litei* of distilled water. The 
pH is 6.8 to 7.0. The yeast is serially transferred twice, and the second slant is 
used for pi'cparing the inoculum Avhen it is 24 hours old. The procedure consists 
of pipetting 1 ml of sterile winter onto the slant and suspending the growth in it. 
Then 0.1 ml of the suspension is transferred to a tube containing 3.5 ml of water. 
After mixing, one drop of the suspension is used to inoculate each tul)e of medium. 
Should the inoculum cause a clouding in the medium, it should be diluted fur¬ 
ther, although this occurs only with yeasts that have grown very abundantly’' 
on the slants. The tubes are shaken after inoculation to suspend the cells uni¬ 
formly ; then the cultures are incubated at 28 C and observed for growth at 2 and 
4 days. 


RESULTS 

The use of the medium and techniciues outlined above, w’hen applied to species 
of yeasts reported ].)y ^"arious authors to be incapable of utilizing ammonium 
sulfate, lu'ea, and asparagine, showed that all the strains of these yeasts in our 
collection which n’ere tested were (*apable of utilizing these three nitrogen 
sources. Included were strains representing nine species that have l)ecn desig¬ 
nated by various authors as incapable of utilizing ammonium sulfate, urea, and 
asparagine. None of these grew^ in a control medium consisting of \utamins, 
trace elements, salts, and glucose, but without any other nitrogen than the ex¬ 
tremely minute amount contained in the vitamins. 

Figure 1 portrays the growTh of these strains in liquid ammonium sulfate 
medium with and without the addition of vitamins. The same source of inocu¬ 
lum, in equal volumes, w-as used in each pair of tubes. All of the strains grew 
in the medium containing vitamins, wFereas the three species of Klmckcra and 
tw^o of Torulopsis failed to grow^ in the medium without vitamins. 

It w^as thought that the growTh of strains Y-317, Caridida peMicidosa; Y-109, 
C. zeylanoides; Y-785, Torulopsis fermentans] and Y-392, T. molischiana, might 
be due to a transference of sufficient vitamins in the inoculum to overcome the 
deficiency of the medium. To investigate this possibility the yeasts were 
transferred serially through the liquid media with and without vitamins. The 
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cultures were transferred at 2-day intervals, using one drop of the shaken culture 
lor inoculation. In the medium without vitamins, y-1274, Y-915, Y-779, Y- 
1289, and Y-1293 failed to grow on the first transfer; Y-109 and Y-392 failed to 
grow on the second transfer; Y-785 failed to grow on the third transfer; but Y-317 
grew abundantly on all three transfers. All strains grew throughout all three 
serial transfers in the medium with vitamins. It is thus apparent that the 

WITHOUT VITAMINS 



Y- Y- Y- Y- Y- Y- Y- Y- Y- 

317 109 1274 915 779 1289 785 392 1293 



WITH VITAMINS 

Fig. 1. Effect of Vitamins on Assimilation of Ammonium Sulfate by Certain Yeasts 

. Liquid cultures, 4 days old 

inoculum of the apieiiiate yeasts, YY1274, YL 915 ^ and Y~779, Torulopsis daltila 
YY1289, and T. stellata, Y-1293, did not carry enough vitamins in the original 
transfer from the agar slant to support growth in the first tube of synthetic 
medium, whereas the others did. It appears that Candida pellicidosa, strain 
Y^-317, is not dependent upon an exogenous supply of vitamins, a finding which 
agrees with the conclusions of Burkholder ct aL (1944). The strain used in this 
study is typical of the species morphologically and physiologically. 

Figure 2 demonstrates that plate cultures of the same media containing 2 per 
cent agar presented similar results, although the growth in general is less evident 
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than that obtained in the liquid cailtures, perhaps because oi slow diffusion of the 
vitamins tow'ard the colonies. 

The findings with respect to the utilization of urea obtained l3y different groups 
of workers studying the genus Candida are interesting because of their diversity. 
-Diddens and Lodder (1942) found the majority of species able to utilize urea; 
Langeroii and Guerra (1938) found the majority of species unable to use urea, 
and Mackinnon and Artagaveytia-Allende (1945) found only 4 of 15 species of 
Candida able to utilize urea. 

Diddens and Lodder stated that the ability of some yeasts to use urea for 
growth is dependent on the pH of the medium. Since urea in a synthetic medium 
is toxic at certain pH levels, it would probably follow that at such levels the 
concentration of the urea would determine whether growth could occur. An 



Fk;. 2. Effe(’t of Vitamins on .4ssiiMilation of Ammonium Sulfate by Ceetain Yeasts 

Solid cultures, 4 days old 

experiment proved the validity of this assumption and demonstrated as wall that 
urea may be used as a source of nitrogen by almost all, if not all, yeasts. TIk^ 
species selected for the experiment were those designated by Langeron and Guerra 
as being incapable of using urea. These authors gave 5.4 as the pH of tlie 
medium used in their auxanographic plate technique. This compares with a pH 
of approximately 5.3 for our liquid medium. We used concentrations of 0.092, 
0.046, and 0.023 per cent urea, which are equivalent in nitrogen to 0,2, 0.1, and 
0.05 per cent ammonium sulfate, respectively. The results are given in table 1. 

Urea in 0.092 per cent concentration inhibited all but 1 of the 10 strains tested, 
but all grew in the medium containing 0.046 per cent. Why Candida zeylanoides 
in this experiment failed to grow in the medium with 0.023 per cent urea is not 
knowm; however, it did grow in this concentration in a subsequent test. The 
toxicity that results when urea is incorporated into a synthetic medium probably 
explains why Mackinnon and Artagaveytia-Allende reported only four species of 
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Candida to use this source of nitrogen, because in all cases in which there was 
doubt concerning their results with auxanographic plates they used agar slants 
containing 1 per cent of urea to determine whether growth would occur. 

Langeron and Guerra stated that the urea auxanograph had special characters 
differentiating it from the auxanographs of other nitrogen sources. Their urea 
auxanographs were late in developing, growth never appearing before 48 hours 
and generally not until the fifth or sixth day. This may be interpreted as 
meaning that growth could not occur until the diffusion of urea had reduced its 
concentration to a nontoxic level. 


TABLE 1 


The effect of the concentration of urea on iU utilization hy some species of Candida 


STEAIN 

SPEaES NAME ACCOBDING TO LANGERON 

Aim GUERRA 

CON 

0.092% 

CENTRATION OF UREA 

^ 0.046% 1 0.023% 

Y-980 

Candida aldoi 


1 i 

4- ; 

+ 

Y-311 

Candida brumpti 


+ 

4- 

Y-982 i 

Candida chalmersi 

- 

+ 

4- 

Y-245 

Candida flareri 

+ 

4* 

+ 

Y-324 

Candida guilliermondii 


+ 

> + 

Y-981 

Candida intermedia 


4- 

+ 

Y-316 

Candida parakrusei 


4- • 

4- 

Y-317 

Candida pelliculosa 


+ 

4- 

¥-619 

Candida tropicalis i 


4* 

4* 

Y-106 

Candida zeylanoides 


4- 



DISCUSSION 

The use of the medium and concentrations of test substances previously out¬ 
lined, when applied to species of yeasts reported by various authors to be in¬ 
capable of utilizing ammonium sulfate, urea, and asparagine, show^ed that all the 
strains of such yeasts in our collection that were tested wure capable of utilizing 
these three nitrogen sources. The reason these species had been originally 
designated as not using these compounds was theix* inability to grow in the vita¬ 
min-deficient medium emplo 3 ^ed by previous workers. The results obtained 
Burkholder et al. (1944) provide convincing e^ddence that the apiciilate \"easts are 
dependent to an unusual degree upon the medium for their source of vitamins. 
In fact, Klmchera breviSy strain y-915, was found to be deficient for biotin, 
thiamine, pantothenic acid, nicotinic acid, pyridoxine, and inositol, and was 
suggested b}" Burkholder as an assay organism for quantitative estimations of 
these vitamins. It is of interest to note that the source of nitrogen used by 
Burkholder ivas asparagine. Lodder’s deiBnition of the genus Kheckera states 
that asparagine is not utilized by the species of this genus. 

In the past the use of ammonium sulfate, urea, asparagine, and peptone 
assimilation tests has undoubtedlj^ been an aid in the, classification of yeasts. 
With the additional information reported in this paper, these tests now lose their 
significance as indicating species differences in the utilization of these compounds. ^ 
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Instead, they indicate species differences in the ability to synthesize certain 
B vitamins not present in the inadequate medium previously used for these tests. 

SUMMARY 

The ability of yeasts to utilize ammonium sulfate, urea, asparagine, and pep¬ 
tone has been used for the past 12 years in the classification of yeasts. The 
present report demonstrates that all the yeasts tested that were previoiisl}?* desig¬ 
nated as incapable of assimilating the first three of these compounds mil utilize 
them when an adequate supply of pure \dtamins is added. 

Urea is toxic when used in simple synthetic media, and its concentration must 
be low in order to obtain growth mth all yeasts. 
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Bacteriological laboratories engaged in diagnostic or research problems con¬ 
cerning pathogenic enteric bacilli, namely, the Salmonella and Shigella groups, 
invariably find that members of the genus Proteus are by far the most misleading, 
A dependable, easily interpreted, routine differential test medium for screening 
the latter group of bacilli becomes desirable. Urease production is a character¬ 
istic activity of the genus Proteus (Bergey et aL, 1939). The hydrolysis of urea 
by urease has been described by Werner (1923) as ‘‘an ‘alkaline fermentation’ 
during v'-hich the ‘carbonate of ammonia’ was formed.” Rustigian and Stuart 
(1941) recommended a urea medium for the detection of this enzyme activity. A 
modification of the latter medium has been described by Anderson (1945). Since 
one of the products of the splitting of urea is the formation of ammonia, 
Rustigian and Stuart suggested that phenol red indicator be employed to detect 
this alkaline change colorimetricall}^ Howell and Sumner (1934) reported that 
the pH optimum for urease activit 3 ^ upon 2,5 per cent urea is 6.9 vith phosphate 
buffer. 

The present report describes a new medium for the detection of urea-splitting 
organisms. Colorimetric changes are sharp and permit easy interpretation of 
results. 


METHODS AND MATERIALS 

I. The medium is prepared in three parts: 

A. The buffered semisolid “deep,” 


Bacto tryptose (Difco). 10.0 g 

Sodium chloride. 5.0 g 

Bacto agar (Difco). 3.0 g 

Dipotassium phosphate... 1.5g 

Monopotassium phosphate... l.Og 

Distilled water. . .. 1,000,0 ml 


Heat to boiling to dissolve the medium completely. The pH should 
be 6.9. Add 

Meta-creBol sulfon phthalein (0.4 per cent alcoholic solu¬ 
tion) . 10.0 m! 


^ This work is a joint project of the Quartermaster Food and Contaioer Institute lor 
the Armed Forces, Chicago, Illinois, and the University of Nebraska, College of Medicine, 
Omaha, Nebraska. 
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Tube in 4-mi amounts in 10 by 1.2 cm test tubes. Sterilize in the 
autoclave for 15 minutes at 15 pounds’ pressure. Cool and store 
ill the refrigerator. 

B. The “urea” overlaying solution, 

Urea. 

Sodium chloride. 

Dipotassium phosphate. .. 

Monopotassium phosphate 
Distilled water. 

The pH should be 6.9. Add 

Meta-aresol sulfon phthalein (9.4 per cent alcoholic solu¬ 
tion) . 10.0 ml 

Sterilize by Seitz (or Berkefeld) filtration. Distribute in approxi¬ 
mately 10-ml amounts and store in appropriate sterile screw-cap 
containers in the refrigerator. 

C. The “urea-free” overlaying solution, 

Same formula as in B, except for omission of urea. The solution 
may be sterilized in the autoclave, since urea is not present. 

II. The test procedure: 

The inoculation is made from a nutrient or Edigler’s iron agar slant. A 
large inoculum on a straight needle is stabbed into the center of each of two 
tubes of buffered semisolid “deep.” The surface of one is covered with 0.2 
ml of urea overlaying solution. The second “deep” is overlaid with 0.2 
ml of urea-free solution and serves as the control. 

III. Interpretation of reactions after 18 to 24 hours’ incubation at 37 C. 

A. Colorimetric reaction (yellow to purple) diffusing from the surface and 
beyond half the length of the “deep,” ++, positive. 

B. Colorimetric reaction diffusing from the surface but not beyond half the 
length of the “deep,” +, positive. 

C. Colorimetric change at the surface of the “deep,”±, and no change in 
color, —, negative. 


25.0 g 
5.0 g 
1.5 g 

1.0 g 

1,000.0 ml 


RESULTS AND DISCUSSION 

Eustigian and Stuart noted pH changes as high as 9.4 for members of the genus 
Pmtem cultivated in their urease test medium. The one exception was Pvotem 
fnorganiiy which attained a pH of 8.2 following 48 hours of cultivation. 

The medium herein described contains the indicator meto-cresolsulfon- 
phthalein, whose deepest color change occurs at pH 8.3. The buffered semi¬ 
solid “deep” permits optimum growth of organisms with maximum urease pro¬ 
duction. The urea overlaying solution encourages the maximum urease activity 
at its optimum pH of 6,9. Positive results are usually discernible after 6 to 8 
hours and are very prominent after 18 to 24 hours’ incubation 37 C. 









1946] 


MEDIUM FOR' DETECTION OF UEEA-SPLITTIKG ORGANISMS 


305 


Table 1 lists 97 cultures of species of Proteus. Ail gave marked positive 
(++) reactions in 24 hours. Cultures of paracolon, Shigella, Salmonella, and 
Eberthella typhosa organisms all gave negative reactions. Two typical cultures 
of Pseudomonas aeruginosa, which readily produce alkalinity and actively pro- 
teolyze milk, apparently failed to attack urea. Two cultures of Alcaligenes 
faecalis and three cultures of Escherichia coli were urease-negative. Koser 
(1918) observed that Aerohacter aerogenes attacked uric acid as a source of nitro¬ 
gen. A culture from our stock collection, typical of the species described in 
Bergey’s manual, was examined for urease activity and found to give a definite 

TABLE 1 

Urease reactions of soine gram-negative bacilli 


CULTURE 

NUMBER 

NEW UREASE MEDIUM 

1 

UREA-FREE 1 

.ANDERSON'S 

6-S 

hours 

18-24 hours 

CONTROL j 

! 

MODIFICATION 

Shigella amhigua . 

2 

_ 


_ i 

1 


Salmonella types*. 

19 



- ! 

-(10) doubtful{9) 

E. typhosa . 

3 


- 


— 

Paracolon species. 

37 

— 

-(36) ±(1) 

- ! 

-(36) doubtfui(l) 

Proteus species. 

74 

4- 

T- + 

— ' 

4“ 

Proteus morganii't . 

16 

+ 

d-f 

— ; 

4” 

Proteus morganii .| 

(stock collection) | 

3 

+ 

4-+ 

i 

4- 

Proteus vulgaris .i 

(stock collection) | 

i -i 1 

i 1 


4-+ 

1 ^ 

; j 

-r 

Alcaligenes faecalis . 

i 2 i 

— 

! — i 

- 1 

— 

Pseudomonas aeruginosa . 

i 2 ^ 

- 

i ” 

— 

— 

E. coli V. communioT . 

• 2 i 

— 

; — ' 

j 

— 

E. coli V. communis . 

i 1 

— 

: — 


: .... 

Aerohacter aerogene . 

i 1 

- 

i 4- 

- 

1 4- 

Brucella abortus . 

1 ^ 

— 

j 4" 

— 

1 + 


* S. pullormi, 6; S. anatuni, 2; S. paratyphi B, 5; S. enteritidis, 4; S. species 
(unidentified), 2. 

t Atypical strains of P. morganii from an investigation in progress. 


positive (+) reaction. This culture was also positive in Anderson^s modified urea 
medium. Another interesting observation wms made on a culture of Brucella 
abortus} Bergey’s manual states that ^‘ammonia is produced from urea’’ by 
Brucella melitensis and that ‘The cultural characters [of Brucella abortus] are 
similar to those of Brucella melitensisP We noted that Brucella abortus attacked 
urea, giving a definite positive (+) reaction, w^hereas the control remamed 
negative. Tkis too w^as confirmed in 'Anderson’s modified urea medium. 

In general, correlation of results vdth. Anderson’s modified urea medium was 
particularly good for members of the genus Proteus. However, in our hands, &' 

® Culture obtained tlirough the courtesy of the Seventh Service' Co^mmand' Medical 
Laboratory, Fort Omaha, Nebraska. 
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few cultures of Sahnonella types were difficult to interpret at the end of the half- 
hour incubation interval recommended by Anderson. 

The use of a nitrogenous substance, such as bacto tryptose, in the urea medium 
ma}' be theoretically criticized on the basis of possible ammonia production. 
However, actively proteolytic and alkaline-producing organisms, such as Pseu¬ 
domonas aeruginosa and Alcaligenes faecalis, that have been studied have failed 
to show any colorimetric changes in the test medium at the end of the 24-hour 
incubation period. Furthermore, of 167 cultures studied (table 1), a definite 
positive colorimetric change has not once been noted in the urea-free controls 
during the specified time interval. 


SUMMARY 

A new medium for the detection of urea-splitting organisms is described. 
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The recognition of hemoagglutination in the presence of influenza viruses has 
greatly simplified virology. Since Hirst^s (1941) observation, several other 
agents such as the viruses of vaccinia (Clark and Nagler, 1943) and mumps 
(Levens and Enders, 1945) and a pleuropneumonialike organism (Van Herick and 
Eaton, 1945) have been found to produce this as yet unexplained phenomenon. 
These reactions can be readily differentiated from one another since they are in¬ 
hibited by specific antisera. Occasionally in this laboratory certain bacterially 
contaminated allantoic fluids, obtained from live chick embryos 48 hours after 
inoculation with uiifiltered but penicillin-treated throat washings, have also been 
found to react with chicken cells. This hemoagglutination may be present even 
in dilutions of 1:80 and 1:160 and is grossly indistinguishable from that as¬ 
sociated with PR-8 or Lee influenza \uruses. Unlike those reactions, however, 
it is inhibited by very small amounts of ''normaF’ rabbit or human sera. 

The inoculation of unfiltered throat washings into chick embr^^^os is currently 
becoming a diagnostic procedure (Rickard et aL, 1944; Hirst, 1945; Rose et aL, 
1945; Salk et al,, 1945), and so the existence of this t^'pe of ^ffalse positive'' 
hemoagglutination must be recognized. It was encountered here four times 
during the past year. 

The reaction is given by fluids which are relatively clear and which come from 
live embryos. Consequently, differentiation from the amorphous, coarsely 
granular precipitate of chicken cells sometimes associated vdth turbid, hea\dly 
contaminated fluids (Salk et al,j 1945) is possible by inspection. Nevertheless, 
on each occasion that “false positive" agglutination was encountered, it was 
associated with bacterial contamination. Three times it was with a mixed 
flora identified merely as streptococci, staphylococci, Neisseria, or gram-positive 
rods, and once with a pure culture of a hemolytic Bacillus suhtilis. 

The circumstances surrounding this last instance illustrate clearly the need 
for recognizing this “false positive" agglutination. Throat washings with 
nutrient broth were obtained on January 2, 1946, from a patient (M) on the 
fourth day of an influenzal illness later shown by agglutination-inhibition teste 
(Florman and Crawiord, 1944) to have been caused by an influenza type B 
virus. The washings were stored at approximately — 20 C until January 7, On 
that day they were slowly thawed, sufficient penicilfin was added to yield a 
concentration of 1,000 units per ml, and each of six 11-day-old embryonated eg^ 

^Captain, M. C., A.U.S. Present address: Hospital of Rockefeller Institute for 
Medical Research., New York City, N. Y. 
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was inoculated with 0.1 ml by the allantoic route. Four embryos survived 48 
hours’ incubation at 37 C. None of their allantoic fluids agglutinated chicken 
cells. A second passage was therefore made with the pooled fluids. This time 
all the embryos survived 48 hours at 37 C and, after an additional 18 hours at 
4 C, the allantoic fluid from one gave a characteristic 'flnfluenzalike” agglutin¬ 
ation (Florman and Crawford, 1944). Since the patient had already been shown 
serologically to have had a type B influenza, it was thought that the causative 
agent had been isolated and the fluids were stored in the refrigerator over the 
week end pending confirmatory studies. Approximately 48 hours later all the 
fluids were retested, and this time, in addition to the one positive previously 
noted, three others also gave the characteristic hemoagglutination pattern. 

On January 15 a third egg passage was made. Two pools were prepared each 
containing two of the agglutinating fluids. Then 1:10, 1:100, and 1:1,000 


TABLE 1 

Inhibition of false 'positive'^ hemoagglutination by various sera 


SERA 

SERUM DILUTIONS 

SALINE 

CONTROL 

1:10 

1:50 ; 

1:250 

1:1,250 

Normal rabbit. 

0 

0 1 

0 

1+ 

4-i- 

Influenza A (PR -8) rabbit. 

0 

0 

0 

4-p 


Influenza B(Lee) rabbit. i 

0 

0 

0 

4+ 


Normal human (low A & B). 

0 

0 

0 

0 


Influenza A human (high A, low B).. 

0 

0 

0 

0 


Influenza B human (high B, low A).. 

0 

0 

0 

d= 


Patient (M)—acute. 

0 

0 

0 

0 


Patient (M)—convalescent. 

0 

0 

0 

0 



4+ = agglutination. Well-defined pattern of sedimented cells which does not run when 
tube is tilted. 0 ~ no agglutination. 


dilutions in saline were made and inoculated into a total of 36 embryos, all of 
which survived 48 hours’ incubation at 37 C. tiowever, only the pool contain¬ 
ing the fluid which had originally agglutinated the chicken cells yielded any 
hemoagglutinating allantoic fluids. Of the 18 embryonated eggs which had 
received this pool, 7 gave positive reactions. Three were obtained from the six 
embryos which had been given the inoculum diluted 1:1,000, three from the six 
given the inoculum diluted 1:100, and only one from those given the 1:10 
dilution. All of these positive fluids were pooled. The hemoagglutinating titer 
of this pool was found to be 1:80. An agglutination-inhibition test was then 
set up with two high-titered rabbit sera, one for type A and the other for type B 
influenza. Agglutination was markedly inhibited by both sera. Therefore the 
agglutination-inhibition experiment outlined in table 1 was performed the 
following daju The results clearly demonstrate the nonspecific nature of the 
agglutination reaction. 

An unsuccessful attempt was made to determine whether the reaction could 
have been caused by the B. suhtilis recovered from the pooled fluids used in the 
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agglutination-inhibitioii test. Smears of the agglutinated cells stained with 
Wright’s technique revealed relatively few bacteria and no apparent association 
between the clumps of chicken cells and the bacteria. A fourth passage of this 
pooled fluid diluted 1:100 'was made to eight eggs. Although after 48 hours all 
were contaminated wdth B. suUilis, onlj" five produced hemoagglutination. 
These, however, were the fluids which had the greatest contamination. The 
organisms from an overnight groudh of this strain of B. suhtilis in trj^ptose phos¬ 
phate broth after storage at 4 C for 24 hours were precipitated by centrifugation, 
washed once vuth saline, and used to prepare a slight^ turbid suspension in 
normal allantoic fluid. The supernatant from this culture was passed through a 
Handler no. 6 filter. Both the bacterial suspension and the bacteria-free 
filtrate failed to produce any agglutination when tested against chicken ceils. 

The substance in these allantoic fluids which is responsible for this hemoagglii- 
tination must be somewhat labile. Although a titer of 1:80 could be obtained 
with the fluid from the third passage after 2 days’ storage in a plugged Erlen- 
meyer flask at 4 C, no agglutination at all could be demonstrated after 4 days at 
that temperature. This is in striking contrast to allantoic fluids containing 
the PR-8 and Lee influenza viruses, w^hich even at room temperature maintain 
satisfactory hemoagglutinating titers for at least as long as 61 days (Florman 
and Weiss, 1945) 


SUIVIMARY 

After inoculation of chick embryos with unfiltered penicillin-treated throat 
washings, certain bacterially contaminated allantoic fluids, even in relatively 
high dilutions, produce agglutination of chicken cells grossly indistinguishable 
from that caused by influenza viruses. This reaction, w’hich has been called 
“false positive,” is inhibited by very small amounts of “normal” rabbit and hu¬ 
man sera. It is thus readily differentiated from hemoagglutination in the 
presence of viral agents. Although associated with bacterial contamination, 
the phenomenon could not be reproduced by the bacteria alone or by a bacteria- 
free filtrate of a culture. The causative agent is unkno’v^m. 
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Tartrate decomposition has been reported at least since 1841 when Noilner 
first published on the end products of calcium tartrate decomposition. The 
chemists in the period 1841 to 1858 were not aware of the microbial cause of the 
decomposition of the tartrates whose end products they analyzed. Even the 
influence of Pasteur, who first recognized and recorded microbial decomposition 
of tartrates (1858) and decomposition by the mold Pemcilliwn glaucum (1860) 
and by anaerobic bacteria (1863), was not enough to overcome the tendency of 
analysts to ignore the microbiological problems and content themselves with the 
study of the spontaneous decomposition of tartrates as late as 1911. 

Even today, the majority of the bacteria responsible for the various types 
of tartrate decomposition are not well knowm. Only two groups of bacteria 
whose taxonomic positions are knowm have been studied in some detail with 
respect to their ability to decompose tartrates: the coliform bacteria and certain 
of the lactic acid bacteria found in Tvines. Although decomposition of tartrates 
\ysls used by Pasteur f or the first proof of anaerobiosis, the anaerobic sporef orming 
bacteria causing the decomposition were not studied in pure culture until recently 
and must yet be completely classified (Vaughn and Marsh, 1943a, 19435). 

The first conclusive evidence of tartrate decomposition by pure cultures of 
coliform bacteria was furnished by Grimbert and Eicquet (1897, 1898) and 
Grimbert (1899). The organism used by Grimbert and Ficquet was named 
Bacillus tartricus, which, fortunately, was described in enough detail to be 
recognizable as a species of Aerohacter. Nijdam (1907) accumulated further 
supporting evidence vdth his study of tartrate decomposition by a bacterium of 
the coliform group which he named Aerohacter tartarivonm. More recently 
Barker (1936) and Sakaguchi and Tada (1940) have confirmed these earlier 
observations by experiments on tartrate decomposition by twm different species. 
Barker worked with Aerohacter aerogenes. Sakaguchi and Tada named their 
bacterium Bacterium succinicum, but it is recognizable as a species of Escherichia. 

Completely irrefutable evidence for tartrate decomposition by Escherichia colt 
and species of the Enterohacteriaceae other than those mentioned above is lacking, 
although many qualitative experiments have been reported, and this qualitative 
evidence points to the fact that many of these bacteria probably do have the 
ability to attack tartrates. 

The recovery of tartrates, particularly calcium tartrate, as a major by-product 
of the wine industry in California has developed only recently. Before the war 
tartrate recovery w^as incidental and, wdth almost no recovery of the neutml 
calcium tartrate, little attention was paid to losses by microbial decomposition. 

an 
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With the marked increase in tartrate recovery because of the v*ar, losses caused 
by bacteria and molds became acute. The general aspects of the spoilage prob¬ 
lem were discussed by Vaughn and Marsh (19436), who pointed out that the 
coliform bacteria, particularly Aewhacter aerogenes, caused most of the losses. 

It was the purpose of the present investigation to determine the extent to which 
strains of the various recognised species of the coliform bacteria may be involved 
in tartrate decomposition, to study some of the factors which influence the 
decomposition of tartrates by coliform bacteria, and to evaluate the possible 
use of tartrate decomposition as a characteristic for differentiation of the species 
of these bacteria. 


SOURCE OF CULTURES 

The cultures isolated were obtained by direct plating on Levine’s eosine 
methylene blue agar. Samples from which the cultures were isolated included 
crude calcium tartrate of good quality, calcium tartrate of inferior quality 
suspected of incipient deterioration, spoiled calcium tartrate, tartrate recovery 
liquors, tartrate wash liquors and water supplies used in the recovery process, 
residue sludge from the recovery process, soil impregnated with spoiled calcium 
tartrate, and gi-ape pomace. A total of 26 different isolates were recovered from 
these sources. 

In addition 79 cultures of Escherichia and 100 cultures of Aerohacter were used 
as test cultures for some of the studies. These cultures, from the Division of 
Food Technology collection, originally were isolated from a wide variety of 
sources including various waters and soils, human and animal feces, olives, 
chicken eggs, milk, sawdust, oysters, dehydrated and frozen vegetables, food 
processing equipment, air, etc. 


METHODS 

All cultures, regardless of source, were subjected to serial replating on Levine’s 
eosine methylene blue agar for purification. Well-isolated colonies were picked, 
and purified by repeated plating from lactose broth (Am. Pub. Health Assoc,, 
1936). 

Generic differentiation as well as specific allocation of the cultures was made 
according to the methods suggested by Levine (1921), Levine d al, (1934), and 
Vaughn and Levine (1942). In the taxonomic study all tartrate cultures were 
incubated at 30 C because of the increasing evidence that 30 C is a more nearly 
optimum incubation temperature for the coliform bacteria than 37 C, which is 
generally specified. 

Media for sticdy of tartrate decomposition. Tartrates chosen for investigation 
included ammonium tartrate ((NH 4)2 C 4 H 4 O 6 ), barium tartrate (BaC 4 H 406 ), 
calcium tartrate (CaC 4 H 406 -41120), copper tartrate (CuC 4 H 406 * 3 H 20 ), mag¬ 
nesium tartrate (MgC4H406-4H20), sodium tartrate (Na 2 C 4 H 406 * 2 H 20 ), potas¬ 
sium tartrate (K2C4H406-i H 2 O), sodium potassium tartrate (NaKC4H406* 
IHaO), and potassium acid tartrate (KHC 4 H 4 O 6 ). All were made from dextro¬ 
rotatory tartaric acid (C 4 H 6 O 6 )* These salts were used in concentrations of 
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approximately 1 per cent (10 g per liter) in a medium wiiicli also contained 5 
g of bacto tryptone and 1 g of di-basic potassium phosphate (K 2 HP 04 - 3 H 20 ) 
per liter. When a solid medium was desirable 15 g of agar were added per liter. 
For the sake of convenience and accurate duplication, the calcium tartrate 
medium was prepared by mixing 2 volumes of a double strength basal solution 
(10 g bacto tryptone and 2 g K2HP04-3H20 per liter) with 1 volume of 0.154 m 
potassium tartrate solution and 1 volume of 0.154 m calcium chloride solution 
to give a finished medium containing 1 per cent calcium tartrate. 

Later, when the insoluble calcium tartrate made rate studies difficult, an 
ammonium tartrate medium was used. This medium was prepared by mixing 
equal portions of 0.135 m ammonium tartrate solution and the double strength 
tr 3 q>tone basal medium already described. The resulting medium contained 
more than 1 per cent of the salt, but the tartrate-ion concentration was about 1 
per cent. The method of using a fixed concentration of tartrate ion was con¬ 
sidered more advantageous for use with the colorimetric method employed for 
analysis. 

For study of the effect of hydrogen-ion concentration (pH) on the decomposi¬ 
tion of tartrates, the media w^ere prepared by mixing ammonium tartrate and 
tartaric acid solutions with the basal double strength tryptone solution. One 
volume of the basal medium was mixed with one volume of a mixture of 0.135 m 
ammonium tartrate and 0.13 m tartaric acid solutions which previous testing 
showed would give the desired reaction after sterilization. The percentage of 
each tartrate component for any given pH value was taken from curves prepared 
for this purpose. These volumetric methods for preparing tartrate-containing 
media not only reduced errors arising from weighing small individual samples of 
the tartrate salts but also saved appreciable time. The media were sterilized 
at 15 pounds’ steam pressure for 20 minutes unless the pH value was less than 
5.0, in which case 15 minutes was considered sufficient time. 

Quantitaiwe deUrmination of tartrate. The procedure used for tartrate deter¬ 
mination is based on a modification of the methodMescribed by Underhill et aL 
(1931) as modified to photoelectric colorimetry^' by Matchett et al, (1944).^ 
The method makes use of the characteristic color developed through the interac¬ 
tion of sodium metavanadate and the tartrate ion in dilute aqueous acetic acid 
solution. 

Before the determination of tartrate content, cloudy or colored samples require 
clarification and decolorization. In both operations, particularly the latter, 
tartrate may be lost by absorption and adsorption. Matchett et ol. prevented 
this by using an extremely acid reaction. The filtered and decolorized solution 
was then neutralized before testing. Nearly all activated carbons work,satis¬ 
factorily under the conditions employed by Matchett et al, but the method 
becomes highly empirical. This requires that the unknown be determined by 
steps identical to the standard curve or equation in all respects. Use of a carbon 
which adsorbs tartrate, even in small amount, requires careful weight volume 
measurement of this material for purposes of duplication. Therrfore, it,, was 

^ Also see Western Regional Research Laboratory (1943). 
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considered preferable to use a carbon ■without this property if such existed or could 

be prepared. 

Extensive testing proved that carbon could be prepared with its tartrate- 
adsorbing property fully satisfied. Treatment of the carbon by the usual acid 
washing procedure with the addition of 5 g of tartaric acid per liter of acid 
solution used accomplished this goal. The carbon must be dried before use. 
Drying is an essential step, but what it actually accomplishes is not known. 

Only a single calibration curve need be established for all tartrate-containing 
compounds provided such a curve is based upon the tartrate-ion concentration. 
Multiplication of the tartrate-ion concentration obtained by analysis by the 
appropriate factor converts it to that of the specific compound being determined. 
The tartrate-vanadate color complex obeys Beer's law when the concentration 
of tartrate ion in the solution under immediate testing varies from 0.091 to 0,02 
per cent, using a 520 filter, and from 0.004 to 0.032 per cent, using a 540 filter 
in an Evel}^ photoelectric colorimeter. The formula for the standard curve 
with the 540 filter is Log G = 0.76 X X + 2.021, in which X equals mg of tar¬ 
trate ion in the 25 ml of reaction mixture. 

In the tartrate determination, the preliminary treatment employed depended 
upon the tartrate media used and the factors under investigation. In all cases 
except rate studies, the entire contents (100 ml) of the culture flask were trans¬ 
ferred to a 250-ml volumetric flask and made to volume with distilled water. 
With calcium tartrate media, exactly 1.5 ml of concentrated HCl were added to 
effect solution of the insoluble residue before making this transfer. In the case 
of rate studies conducted with soluble tartrate salts, a portion of the medium was 
withdrawn aseptically by pipette from the culture flask. From 10 to 50 ml of 
solution, depending upon the amount of decomposition judged to have occurred, 
were taken for determination. After being adjusted to approximately 50 ml 
with water, the solution was decoloriased by boiling for 2 to 3 minutes with about 
one-quarter teaspoon of the acid-treated activated carbon, allowed to cool, and 
transferred to a 100-ml volumetric flask. After being adjusted to volume, a 
portion of the solution was filtered through no, 2 Whatman paper into clean, dry 
beakers and from 2 to 20 ml were used for colorimetric estimation. Care was 
taken to remove any bacterial turbidity during this step. 

The colorimetric estimation was carried out as follows: The estimated quantity 
of the foregoing solution was transferred by pipette to 25-ml glass-stoppered 
mixing cylinders. Distilled water was added to a volume of 20 ml. Then 0.5 
ml of glacial acetic acid, 2 ml of a 5.0 per cent sodium metavanadate (NaVOs) 
solution, and enough distilled water were added to adjust the final volume to 25 
ml After thorough mixing the sample was set aside in subdued light for 30 
minutes to allow for color development. The transmittancy of the reaction 
mixture was then determined by an Evelyn photocolorimeter using the 540 
filter. From the galvanometer reading thus obtained and the formula for the 
standardization curve the residual tartrate content of the original medium was 
readily computed. 
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DIFFERENTIATION OF THE BACTERIA 

The 26 cultures isolated from the tartrate samples were typical coliform 
bacteria in that they all produced acid and gas from lactose; were gram-negativey 
short rods; did not form endospores; and, if motile, possessed peritrichous flagella. 
Generic differentiation of these cultures was made on the basis of the Voges- 
Proskauer reaction and Koser's citrate test. Specific allocation was ac¬ 
complished by investigating the decomposition of sucrose, starch, aesculin, 
salicin, and gly^'cerol, and the production of hydrogen sulfide and indole in 

TABLE 1 


CharacterisUcs of coliform bacteria isolated from tartrates and tartrate-containing materials 



GENERIC 

CHARACTERS 



SPECIFIC CHARACTERS 




NUMBER 


Growth 

in 

Koser’s 

citrate 


Decomposition of: 





OF 

CULTURES* 

V.-P. 

test 

Sucrose 

Starch 

Aesculin 

Salicin 

Glycerol 

ms 

Indole 

SUGGESTED ALLOCATION 



Number of cultiires showing positive reactionsf 



10 

10 

10 

10 

10 

10 

10 

10 

0 

2 

Aerobacter aero¬ 
genes 

5 

0 

0 

0 

3 

5 

5 

5 

0 

5 

Escherichia coli 

2 

0 

0 

2 

2 

2 

2 

2 

0 

2 

Escherichia nea- 
politana 

1 

0 

0 

1 

1 

0 

0 

1 

0 

1 

Escherichia com-- 
muniof 

1 

0 

0 

0 

1 

0 

0 

1 

0 

1 

Escherichia acidi- 
lactici 

4 

0 

4 

1 

0 

1 

2 

4 

4 

2 

Escherichia 

freundii 

3 

0 

3 ! 

3 

3 

3 

3 

3 

0 

0 

Escherichia in¬ 
termedium 


* All the cultures decomposed calcium tartrate in amounts ranging from 25 to 100 per 
cent of that contained in the media after 7 days at 37 C. 

t Based on incubation at 30 C for a maximum period of 4 days. 


suitable media. The differential characteristics of the bacteria together with 
their suggested taxonomic allocations are shown in table 1. 

It is particularly interesting that with the exception of Aerobacier chame 
all widely recognized species of Aerobacfer and Escherichia were isolated from 
the tartrate-containing samples. The most abundant single species was A&ra- 
bacter aerogenes (10 cultures). It will be noted, however, that the total number 
belonging to the genus Escherichia was greater (16 cultures). The isolation of so 
many different species from so few samples may perhaps be considered to be 
fortuitous. Nonetheless, in view of some of the following experimental emdence 
it is reasonable to believe that representatives of all the species of the coliform 
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bacteria may be involved in tartrate decomposition rather than chiefly species 
of Aerobader as inferred in the literature already cited; for, in several instances, 
cultures of Escherichia and Aerobader were isolated from the same sample and in 
others only cultures of Escherichia were recovered. 

ABILITY OF COLIFORM BACTERIA TO DECOMPOSE TARTRATES 

The observation that species of Escherichia as well as Aerobader aerogenes 
vere involved in the decomposition of tartrates prompted an investigation of the 
incidence of tartrate decomposition among a larger collection of coliform bacteria 
as well as other studies on the decomposition of tartrates. 

Incidence of the ability to decompose calcium tartrate. Pure cultures of Escheri¬ 
chia and Aerobader from the laboratory collection were used to ascertain the 


TABLE 2 

The deco7n'position of calcium tartrate hy coliform bacteria* 


Genus. 



ESCHERICHIA 



AEROBACTER 

Species. 

coli 

communior 

acidilactici 

neapoU 
itana 1 

freundii 

inters 

medium 

aerogenes 

cloacae 

Number. 

13 1 

8 

9 

8 

24 

17 

50 

50 

DECOMPOSITION OP 
CALCIUM TAB.TEATE 


Number of cultures and range of decomposition 


' Per cent 

0-9.9t 

2 

0 

0 

3 

6 

9 

27 

46 

10.0-19.9 

0 

0 

4 

1 

0 

1 0 

1 

1 

20.0-39.9 

6 

5 

1 

4 

6 


3 

2 

40.0-59.9 

5 

3 

4 

0 

11 

! 3 

1 

1 

60.0-79.9 

0 

0 

0 

0 

0 

0 

0 

0 

80.0-99.9 

0 

0 

0 

0 

1 

0 

18 

0 


* Incubated at 30 C for 7 days, 
t None of these cultures attacked the tartrate. 


ability of the various species of coliform bacteria to decompose calcium tartrate 
in the medium already described. 

A total of 179 cultures including 79 strains of Escherichia and 100 strains of 
Aerobader were tested. Inoculations w’-ere made from 24-hour nutrient agar 
slant cultures using one loopful of inoculum. The inoculated medium was incu¬ 
bated at 30 C for 7 days before the amount of calcium tartrate decomposition was 
determined. The results of this investigation are shown in table 2. 

These data show that representatives of all species of Escherichia as well as 
Aerobader possess the ability to decompose calcium tartrate. The general lack 
of ability of cultures of Aerobader cloacae used in this experiment to decompose 
calcium tartrate may explain why cultures of this species were not recovered 
from the spoiled tartrates. 

Decomposition of various tartrate salts. Several tartrate salts as well as the 
insoluble calcium tartrate have been used by others who have studied tartrate 
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decomposition by bacteria. It was thought advisable to determine whether the 
kind of tartrate salt might influence the activity of the colifomi bacteria. 

The d-tartrate salts listed previously w’ere used under the conditions prescribed. 
All were soluble in 1 per cent concentration (10 g per liter) in the medium with the 
exception of potassium acid tartrate which wms used in a concentration of 0.5 
per cent. The species of Escherichia and Aerobacter isolated from the tartrate- 
containing materials w^ere used as test cultures. Copper tartrate and tartaric 
acid wmre not attacked. Potassium acid tartrate wms decomposed by some of 
the more acid-tolerant cultures. The pH of the medium •was law in the case of 
the tartaric acid (pH 2.6) and potassium acid tartrate (pH 4.1). These low' pH 
values retard or entirely prevent the gi’ow'th of most coliform bacteria. The 


TABLE 3 

Decomposition of isomeric forms of ammonium tartrate by coliform bacteria 


ORGANISM 

ISOMERIC EOSM OR AMMONIUM TARTRATE* 



M ! 



Percentage oi decomposition at 30 C after 

i week 

2 weeks 

1 week 

2 weeks 

i week 

2 weeks 

E. coli . 

62.9 

94.5 

61.6 

68.2 

35.0 

82.7 

E. communior . 

66.0 

93,3 

66.9 

69.4 

30.0 

40.8 

E . acvU'ihact'ici - ..., 

43.0 

91.9 

52.1 

52.1 

24.6 

52.3 

E. neapoUtana . 

39.3 

88.3 

20,5 

62.5 

19.8 

59.6 

E. freundii .1 

61.7 

92.2 

45.4 

54.7 

10.2 

32.6 

E. intermedium . 

92.1 

94.1 

48.6 

67.2 

29.2 

56.5 

A . aerogenes . 

92,8 

93.3 

> S6.4 

94.1 i 

89.6 

95.3 

A . cloacae . 

68.1 

96.1 

i 

^ 52.1 1 

63.8 i 

14.6 

30.4 


* Contained in the basal tryptone medium in concentrations of approximately 1 per cent. 


amount of copper contained in the copper tartrate medium apparently w^as 
responsible for the failure of the test organisms to attack this salt. 

All the other neutral d-tartrate salts were decomposed by all the cultures 
tested. Since they were attacked at approximately the same rate and to the 
same extent, it -was decided to use ammonium d-tartrate for the studies in w'hich 
a soluble salt w'as essential. Other investigators previously had used the 
ammonium salt. Furthermore, circumstances prevailing at the initiation of these 
studies dictated the choice. Supplies of chemically pure neutral salts were low-, 
and ammonium d-tartrate could be prepared in the laboratory with ease. 

The tartrate isomers investigated included the ammonium salts of dZ(racemic) 
and Z(levo) tartaric acid. These salts were used in the basal tryptone medium 
in concentrations of approximately 1 per cent. Test cultures included the seven 
species of Escherichia and A erohacter commonly recognixsed. Tartrate decompc^i- 
tion -was determined quantitatively after 1 and 2 weeks of incubation at 30 C. 
The results of this experiment are shown in table 3. 

Although all the test cultures could decompose the three tartrate isomers, 
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Aerohacier aerogenes was the most active species tested. It also will be noted 
that the dextrorotatory form in general was attacked more vigorously by all 
test organisms than either the inactive or levorotatory isomers, even after 2 
weeks of incubation, indicating a distinct preference for the d form. 

Mc 5 o-tartaric acid was not investigated. This compound does not occur 
naturally. Furthermore, the sodium metavanadate method is of no value for 
determination of ??zesa“tartrate. 

SOME FACTORS AFFECTING THE DECOMPOSITION OF D-TARTRATE SALTS 

The factors showing the greatest influence on the decomposition of d-tartrate 
salts were the temperature of incubation, the reaction (pH) of the medium, and 
the length of the incubation period. 


TABLE 4 

The effect of temperature of incubation on calcium tartrate deco77iposition by coliform bacteria 


SPECIES 

PAYS OF 
INCUBATION 

TEMPERATURE’*' 

16 C 

19 C 

25 C 

28 C 

1 30 C 

34 C 

37 C 

43.5 C 

Calcium tartrate decomposition, per cent 

A. aerogenes (CPGI)t. 

2 

71.6 

75.8 

62.6 

84.7 

73.3 

71.5 

84.3 

20.0 

A. aerogenes (CPGI)t. 

2 I 


65.4 

76.9 

83.2 

75.4 

82.0 

92.6 

50.0 

A. aerogenes (CPGI)t. 

7 

88.5 

93.2 

94,2 

95.9 

95.6 

95.3 

97.2 

94.7 

A. cloacae (202/2). 

7 





51.0 

46.9 

69.3 

38.2 

E. coli (JVR). 

7 





36.2 

49.5 

30.0 

72.9 

E. dcidilactici (CPA). 

7 





50.1 

53.6 

60.7 

74.5 

E, neapolitana (GW-2) .... 

7 





50.1 

34.6 

58.2 

66.3 

E, freundii (50/5). 

7 



i 


45.9 

98.8 ‘ 

68.5 

19.3 

E. intermedium (326). 

7 





53.6 

48.5 

51.0 

24.0 


Blank spaces indicate no culture was grown. 

* These temperatures refer to the air temperatures of the various incubators, 
t Separate experiments repeated at widely separated intervals. 


The effect of temperature. Although the influence of temperature on the growth 
of coliform bacteria is well known, little attention has been paid to its effect on 
the ability of the coliform bacteria to decompose various substrates. To deter¬ 
mine the effect of the temperature of incubation on calcium d-tartrate decomposi¬ 
tion by the coliform bacteria representative cultures were grown in the calcium 
d-tartrate medium at temperatures (incubator air) ranging from 16 to 43.6 C. 
Inoculations were made from 18-hour broth cultures of the organisms using 0.5 
ml of inoculum per 100 ml of medium. The inoculated flasks were incubated for 
7 days at the desired temperatures and then analyzed for tartrate content. The 
results of this study are shown in table 4. 

The culture of Aerobacter aerogenes was active over a wide range of 
temperatures (19 to 43.5 C), whereas the other test cultures tended to exhibit 
a definite optimum in a narrower range (30 to 43.5 0). It is interesting in 
particular that the culture of Aerobacter cloacae had an optimum temperature of 
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37 C for calcium <i-tartrate decomposition, for this particular strain (202/2) 
was known to decompose lactose and other sugars very poorly at 37 C. It is 
also noteworthy that three citrate-negative species of Escherichia had higher 
optima (43.5 C) for calcium d-tartrate decomposition than the citrate-positive 
species (30 to 37 C). 

The effect of pH of the medium. Preliminary observations indicated that some 
of the coliform bacteria associated with tartrate spoilage were active at rather 
low pH values. To test the effect of pH on the ability of the coliform bacteria 
to grow and decompose d-tartrate, liquid media were adjusted to various pH 
values between 3.8 and 7,3 as previously described. Inoculations were made 
from 18-hour broth cultures using 0.5 ml per 100 ml of tartrate medium con- 


TABLE 5 

The effect of pH on tartrate decomposition hy coliform bacteria 


SPECIES 

DAYS 

INCUBATION 

pH VAEUE* 

3.8 1 

4.0 [ 

4.25 j 

4,5 

4.75 

5.0 

S.3S 

6.15 

6.4 j 

7.5 



^ Tartrate decomposition, 

per cent 



A. aerogenes (CPGI)t • . • • 

n 

0 

0 

18.7 

96.2 

95.7 

95.7 

95.4 

96.1 

95.9 

i 96.2 

A. aerogenes (CPGI). 

7 

0 

8.1 

93.8 

93. 8i 

93.8 

94.4 

1 94.9 

95.5 

96.0 

95.6 

A . aerogenes (CAT). 

\ 7 

0 

0 

2.8 

94.5 

91.6 

94.2 

94.8 

j 95.3 

' 96.1 

94.7 

A. cloacae (202/2). 

7 

0 

0 

0 

0 

77.7 

61.2 

62.5 

60.0 

i 57.2 

45.6 

E. coli (JVR). 

7 

0 

0 

13.6 

89.4 

91.6 

91.6 

83.6 

78.1 

65.2 

54.8 

E, coli (JVR). 

30 

0 

0 

93.2 

93.6 

93.7 

91.9 

90.8 

80.3 

70.5: 

58.2 

B. communior (WD-1).... 

7 

0 

0 

0 

0 

60.4 

70.4 

71.6: 

70.8| 

69.7 

68.3 

E, acidilactici (CPA). 

.. 7 ^ 

0 1 

0 

27.2 

94.4 

91.4i 

94.2 

94.6 

94.5: 

95.0 

94,7 

E. neapoUtana (GW -2). .. 

7 

0 

0 

0 

76.6 

64.6 

48.5 

45.3 

43.0 

36.7 

27.8 

E. freundii (56/5). 

7 

0 

0 

4.7 

5.8 

93.6 

94.0 

95.0 

82.3 

76.7 

61.0 

E. freundii (Bl). ! 

7 

0 

0 

8.0 

96.1 

90.4 

90.9 

92.1 

91.6 

92.4 

92.1 

E, intermedium (326). j 

7 

0 

0 

0 

13.1 

93.5 

93.2 

90.0 

82.8 

77.1 

68.8 


* pH value within ±0.02 after sterilization. 

t This strain of A. aerogenes decomposed tartrate within 7 days in media with initial pH 
values of 3.90. 


tained in 300-ml Erlenmeyer flasks. The inoculated media were incubated at 
37 C for varying lengths of time, but in most cases for 7 days before analysis. 
The amount of decomposition occurring is shown in table 5. 

It will be seen (table 5) that the pH of the medium has a marked effect on the 
ability of the coliform bacteria to decompose d-tartrate. Some cultures exhibit 
a definite optimum pH value for maximum decomposition. Other cultures 
show comparable activity over a wide range. The most active culture (A, 
aerogenes CPGI) decomposed the tartrate equally w-ell betw^een pH 4.25 and 7.3 
after 1 week of incubation although with shorter incubation a retarding effect 
wms noted at pH 4.25. Some of the less active strains exhibited a definite op¬ 
timum pH value in the range 4.5 to 5.0. Others showed similar activity between' 
pH 4.5 and 7.3. The difference in activity does not appear to be specific, as is 
illustrated by the two strains of Escherichia freundii. 
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The pH value which prevented groW'th was somewhat lower than that which 
prevented decomposition of the tartrate when cultures were incubated at 37 C 
for 1 This was illustrated by growing 5 cultures of each species of Escher¬ 

ichia and 15 cultures of each species of Aerobacter in the tryptone tartrate broth 
adjusted to pH values ranging betw’een 3.92 and 4.50. The medium was con¬ 
tained in 6 by 3/4 inch tubes in 10-ml amounts. The inoculum consisted of 
one ioopful (4 nun diam.) of 18-hour nutrient broth cultures. 

The cultures of Aerobacter aerogenes tolerated a lower pH than any of the 
other species tested. Three strains grew at pH 3.92 wdthin 7 days.^ (These 3 
cultures can decompose tartrate at this pH value within 7 days if the inoculum 
contains bacteria to ensure an initial population of 1 to 3 X 10® organisms per ml 
of medium.) At pH 4.0 there wnre 10 cultures which grew. Twelve cultures 
grew at pH 4.12 within 7 days. At pH 4.24 all 15 strains of Aerobacter aerogenes 
grew luxuriantly within 2 days. In comparison, only one strain of Aerobacter 
cloacae grew at pH 4.12. At pH 4.24,12 of the strains grew; at pH 4.36, 14 of 
the 15 Aerobacter cloacae strains grew; yet all the cultures did not grow until the 
pH had been increased to pH 4.50. 

The species of Escherichia exhibited a marked degree of strain variation. 
None grew in a medium, adjusted to pH 4.12. Some cultures of Escherichia coli 
grew in a medium adjusted to pH 4.24. However, until the reaction was ad¬ 
justed to pH 4.50 a marked degree of inhibition was noted. Even at pH 4.5 
some inhibition was observed as 2 strains of Escherichia communior and 1 strain 
of Escherichia neapoUtana did not growx 

Rale of decompodtion of d4artrate by coliform bacteria. As indicated by some 
of the data presented in tables 2 and 4, there are two distinct types of coliform 
bacteria insofar as destruction of d-tartrate is concerned. One group, repre¬ 
sented by 21 very active strains of Aerobacter aerogenes^ decomposes the d- 
tartrate rapidly. The other group, represented by all of the other strains of 
coliform bacteria investigated, decomposes the d-tartrate slowly. 

A comparison of the rates of ammonium d-tartrate decomposition by these two 
groups was made. Cultures of Aerobader aerogenes (strain CPGI, rapid group) 
and Escherichia coli (strain JVR, slow group) were used. These cultures were 
grown in ammonium d-tartrate broth prepared to give pH values of 4.5, 5.0, and 
7.3 after sterilization. The inoculum consisted of 10 loops (4 mm diam.) of a 
24-hour calcium tartrate agar slant culture, suspended in 5 ml of lactose broth, 
per 1,500 ml of medium contained in a 2-liter Erlemneyer flask. Samples were 
withdrawm at desired intervals during incubation at 37 C in order to determine 
the amount of decomposition. Curves which illustrate the marked difference 
in rate of destruction of ammonium d-tartrate by the two groups, grown in the 
medium with an initM pH value of 7.3, are showm in figure 1. 

The time required to decompose most of the tartrate was similar when the 
cultures w^ere grown in the tartrate broth at pH 4.5 and 5.0. Other test cultures 

^ Aerobacter mrogmm has been found in larger numbers in commercial tartrate-bearing 
with pH values of S.S to S.6. 
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also showed comparable rates of destruction. The very active group^ under 
favorable conditions, can decompose all the tartrate (1 g per 100 mi) within 36 
hours when ammonium d-tartrate is supplied, or 48 hours when calcium d-tartrate 
is used. The slow group needs from 5 to 14 days to decompose the tartrate 
supphed and may never cause complete destruction. 

A characteristic which can be used for ready identification of the group of 



0 / 2J4SS78 & /a 

TtM£j t>AyS 

Fig. 1. The Difference in Rate of Destruction of Ammonium Tartrate 
BY A. aeeogenes (CPGI) and E. cou (JVR) 

Aerohader aerogmes which cause rapid decomposition of d-tartrate salts is their 
ability to produce copious amounts of gas in agar media containing these salts. 

GROWTH OF COLIFORM BACTERIA IN DIFFERENTIAL TARTRATE MEDIA 

Differentiation of species of Salmonella from other Enterobadermceae by 
the use of tartrate media has been suggested by numerous investigators including 
Altobelli (1914), Wagner (1920), Pesch (1921), Brown et ah (1924), and Jordan 
and Harmon (1928). Many strains representing different species of Escherichia 
and Aerohader do not decompose tartrates. It has been claimed that tartrate 
media may be used for the differentiation of species of EnUrohaderiamm including 
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Escherichia coli. The medium of Jordan and Harmon has been used extensively 
with Sahnonelia and related bacteria. It was desirable to check the differential 
value of the two most promising media (Brown ei al., and Jordan and Harmon) 
w'hen used with the cultures under investigation. 

The media were prepared, inoculated, and incubated under conditions which 
duplicated as nearly as possible those prescribed by the original workers. The 
deh 3 ^drated Difco phenol red tartrate agar which duplicates the medium of 
Jordan and Haimon was also tested. Strains of the recognized species of 
Escherichia and Aerohacier wdiich decomposed all or nearly all, about half, from 
one-fourth to one-tenth, and none of the tartrate, respectively, were tested. 
WTien the medium and technique of Browm et aL were employed, conflicting 
results were obtained. With test cultures -which caused almost complete 
destruction of the sodium d-tartrate, positive qualitative tests for decomposition 
were obtained. With cultures W'hich decomposed none or at most 15 to 25 per 
cent of the tartrate, negative results w’ere obtained. When, however, cultures 
which had decomposed about half of the d-tartrate were used, obscure and in¬ 
conclusive qualitative tests were observed. The results obtained with the 
Jordan and Harmon medium show^ed no significant difference in growth or 
reaction between strains of species of the two genera. The non-tartrate-decom¬ 
posing strains could not be distinguished from tartrate-decomposing strains of 
EscIiericMa and Aerobacter when tested on Jordan and Harmon medium prepared 
from laboratoiy supplies or Difco dehydrated product. 

It is certain that the proposed tartrate media cannot be used for differentiation 
of cultures of Escherichia and Aerobacter, The qualitative technique of Brown 
et aL is not delicate enough to detect small amounts of decomposition. The 
value of the Jordan and Harmon medium depends upon a change in reaction 
(pH). Tartrate decomposition by colifoim bacteria is accompanied by an 
increase in pH to 8.0 or 8.5. Non-tartrate-decomposing strains liberate enough 
ammonia from the peptone to give corresponding increases in pH. It is obvious 
therefore that much of the data in the literature indicating tartrate decomposition 
by different bacteria is of questionable value. 

THE TAXONOMIC STATUS OF BACILLUS TARTBICUS, AEROBACTER TARTAEIVORUM, 

AND BACTERIUIVI SUCCINICUM 

Three species of bacteria have been described whose validity is questionable 
in the light of our present knowledge of the coliform bacteria. These species are 
Bacillus tartricus (Grimbert and Ficquet, 1897), Aerobacter tartarivorum (Nijdam, 
1907) and Bacterium succinicum (Sakaguchi and Tada, 1940). Bacillus tartricus 
and Aerobacter tartarivorum were given specific status primarily because of their 
ability to decompose d-tartrates. Bacterium succinicum was so named because 
it produced larger amounts of succinic acid from d-tartaric and other organic 
acids than did other coliform bacteria with which it was compared. These three 
species have characteristics which relate them to recognized species of coliform 
bacteria, as is seen in table 6. Furthermore, their characteristics have been 
invretigated sufficiently to show their very close resemblance to the corresponding 
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recognized species of the genera Escherichia and Aerohader^ as shown in the 
table. 

It has been shown that the decomposition of d-tartrates is a characteristic 
common to some strains of all the accepted species of coliform bacteria belonging 

TABLE 6 


Prohahle synonymy of Bacillus iariricuSj Aerobacier tartarivomm, and Bacterium succinicum 


BESCSIBED SPECIES | 

BACIII.US* TAJETRICUS 

AEROBACTESt TARTARI- j 
VORUM j 

1 

bacteriumI; succi- 
Nicua 

Morphological characters | 

Shape.1 

' short rods 

short rods 

short rods 

Size (/i).1 

1-2 long 

±1.2 X ± 2.0 

0.6-0.8 X 1.3-2.1 

Flagella.j 

+-1—{“ 

+ + W 

Peritrichous 

Spore formation.| 

-(-) 

-(-) 

-(-) 

Gram stain.I 

-(-) 

-(-) 

-(-) 

Biochemical characters, forma¬ 
tion of 

Acetylmethyl carbinol (V.-P.) 
test). 

i 

i 

1 

+(+) 

1 

+ (+) i 

-(-) 

H 2 S. 

O(-) 

O(-) 

+(+) 

Indole. 

-(-) 

+(+) 

-(-) 

Utilization of citric acid. 

0(+) 

+(+) 

+<+) 

Methyl red test. 

0(+) 

O(-) 

+(+) 

Gelatin liquefaction. 

+(+) 

-(-) 

-(-) 

Acid and gas 
formation from 

Lactose.^ 

! 

+(+) 

+(+) 

+(+) 

Sucrose. 

+(+) 

+ (±) 

+(+) 

Starch. 

-(-) 

+(+) 

-(-) 

Aesculin. 

0(+) 

0(+) 

O(-) 

Saiicin. 

0(+) 

0(+) 

-(-) 

Glycerol. 

-(-■) 

+(+) 

+(+) 

Probable synonymy! 

Aerohacter 

Aerohacter 

Escherichia 


cloacae 

aerogenes 

freundii 


Bergey et al. 

(Kruze) Beijerinck 

(Braak) Yale 


0, not determined; —, negative reaction, + positive reaction, in original descriptions; 
presently accepted differential characteristics in ( ). 

* Grinibert and Ficquet, 1897. 

t Nijdam, 1907. +++ Type of flagellation not specified. 

t Sakaguchi and Tada, 1940. 

§ Consult table 1 and Bergey et aL, 1939; Levine, 1921; Levine, Epstein, and Vaughn, 
1934; West, Gilliland, and Vaughn, 1941; Vaughn and Levine, 1942; and other literature 
for characteristics of these species. 

to the genera Escherichia and Aerobacier. It is not sufficient to claim specific 
status for any of the coliform bacteria because one strain produces more succinic 
acid from organic acids or glucose than other strains. It is well known that 
succinic acid is an end product arising from the decomposition of organic acids 
or glucose by members of the coliform bacteria. 
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Each group of bacteria having similar characteristics must bear only one name: 
the valid one based on prior use. It is suggested, therefore, that synonymy 
be created for Bacillus iartrictiSj Aerobacter iartarivorum, and Bacterium sue- 
cmicum inasmuch as the possible synonymy of these organisms apparently has 
not received prior attention, except a suggestion by Barker (1936) on the possible 
synonymy of Aerobacter tartay'ivarum and Aerobacter aerogenes. On the basis of 
priority it is probable that Bacillus tartricus Grimbert and Ficquet is synonymous 
with Aerobacter cloacae (Jordan) Bergey et al; Aerobacter tartarivo^mm Nijdam is 
synonymous with Aerobacter aerogenes (Eiiize) Beijerinck; and Bacterium succin- 
icum Sakaguchi and Tada is synonymous with Escherichia freundii (Braak) Yale 
in Bergey et al. 


SUMMARY 

The ability to decompose d-tartrate salts is possessed by some strains of all 
the recognized species of coliform bacteria. 

The rates of destruction of d-tartrates by the coliform bacteria fell into two 
groups. One group represented by about half the cultures of Aerobacter aero¬ 
genes decomposed the d-tartrate salts rapidly and with vigorous evolution of 
gas. The rest of the cultures decomposed the d-tartrates slowly and with no 
visible evolution of gas. 

Strains of Aerobacter aerogenes that cause very rapid destruction of d-tartrates 
bring about the most rapid and most complete destruction of d/- and Z-ammonium 
tartrates. All species decomposed the dZ- and Z-ammonium tartrates less 
rapidly than the d isomer. The Z form was attacked least rapidly of all. 

The optimum temperature of incubation for maximum destruction of d- 
tartrates by the recognized species of coliform bacteria varied with the cultures 
investigated. 

The initial pH of the medium has a marked effect on the ability of recognized 
species of coliform bacteria to grow and to decompose d-tartrate. Some of the 
species have definite optima ranging from pH 4.5 to 5.0; others have optima 
ranging between 5.0 and 7.3. Some strains of Aerobacter aerogenes decompose 
d-tartrates in media with initial pH values of 3.9. 

Tartrate media used for the differentiation of Sabnonella from other Entero- 
hacteriaceae are of no value for distinguishing between cultures of Escherichia 
and Aerobacter. 

The probable sjmonymy of Bacillus tartricus, Aerobacter iartarivorum, and 
Bacterium ^ smdnicum with Aerobacter cloacae, Aerobacter aerogenes, and 
Escherichia freundii, respectively, was discussed. 
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Within recent years attempts have been made to determine whether microor¬ 
ganisms have the capacity of producing substances active against animal viruses 
in a manner comparable to the production of antibiotics or antibacterial agents 
(Jones ei aL, 1945; Robinson, 1943). In this work the lack of techniques an¬ 
alogous to those commonly used for the study of antibiotics necessitated a more 
or less random choice of cultures. Needless to say, this indiscriminate testing 
would appear to be relatively inefficient as contrasted vith the use of selective 
procedures such as those which have proved helpful in antibiotic work. In view 
of the increasing interest in the possibilities of an approach to the \'irus problem 
through studies of microbial antagonisms and the production of specific anti¬ 
viral agents, attempts have been made to modify certain methods for investigat¬ 
ing agents active against bacterial viruses or bacteriophages. 

The practicability of utilizing bacteriophages as test agents in the search for 
chemotherapeutic substances active upon true \druses may be questionable in 
view of the marked differences between the bacteriophages and viruses, and 
even among members of each group vith regard to their susceptibility to the 
direct action of chemical agents (Klein et ah, 1945). Nevertheless, any in¬ 
formation concerning substances inhibitive to bacteriophages may contribute 
generally to knowledge of the intimate relationship between obligate intracellular 
parasites and their hosts. Moreover, experiments with bacterial viruses can be 
conducted mth particular facility because of the ease and rapidity with which 
antiphage action can be detected and measured. In addition, the relative 
simplicity of the phage phenomenon, as compared vith animal and plant virus 
systems, allows greater control of conditions. 

The work reported here had as its objective the isolation of agents active 
against ^druses, and is essentially quite distinct from studies on phage inhibition 
by bacterial extracts, which aimed at the elucidation of antigenic stracture 
(Burnet, 1934) or the relationships and classification of bacteria (Levine and 
Frisch, 1933). 


MATERIALS AND METHOUS 

Cultures of Staphyhcoccm aurem and Escherichia coli together with three 
bacteriophages employed in previous investigations (Jones, 1945) were used in 

^ Journal Series Paper, New Jersey Agricultural Experiment Station, Rutgers Ursiversity, 
Department of Microbiology. 

^ These investigations were supported by a grant from the Commonwealth Fund nf 
New York. 
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these studies. Unless othenme stated, 1.0 per cent nutrient agar was employed 
throughout. In the course of investigating various actinomycetes and fungi for 
antiphage action, an agar plate method for isolating microorganisms antagon¬ 
istic to bacteriophages, agar streak and cup techniques to test such, antagonists, 
and agar dilution and diffusion procedures for assaying cell-free preparations 
were developed. In view of the doubtful value of the soil enrichment pro¬ 
cedure for the development of organisms antagonistic to bacteria (Waksmaii 
and Schatss, 1946), no studies were made concerning changes in the microbial 
population following the addition of bacteriophage to soil. 

EXPERIMENTAL RESULTS 

Several methods have been developed for the isolation of microorganisms 
antagonistic to bacteriophages and for the assay of antiphage activity. The 
first is similar to the bacterial agar method of Foster and Woodruff (1946) for 
the isolation of microorganisms antagonistic to bacteria. An agar medium 
seeded with the phage against W'hich an antagonist is desired is employed for 
plating out a heterogeneous microbial flora, such as soil, compost, or manure, 
in sufficiently high dilutions to obtain w^ell-isolated colonies. After a few days^ 
incubation, the plates are coated with a thin layer of agar seeded with phage- 
susceptible bacteria, care being taken not to cause bacterial colonies to 
For this purpose, an agar concentration of 0.5 per cent has been found satis¬ 
factory. If any of the organisms on the plates have produced diffusible anti¬ 
phage agents, such colonies become surrounded by a zone of growth of the host 
cells; whereas at a distance from antagonistic organisms, as well as in the im¬ 
mediate \dcinity of inactive colonies, the host cells will be lysed. Thus, wdth 
this method a zone of bacterial growth surrounding an antagonistic colony 
indicates antiphage activity, wffiereas in the corresponding technique involving 
bacteria-washed agar a clear zone of bacterial inhibition surrounding the antag¬ 
onist is the criterion of antibacterial action (Waksman and Schatz, 1946). 

The medium employed in the agar plate method affects greatly the practicabil¬ 
ity of the procedure. For example, nutrient agar, inoculated vnth suspensions of 
different soils and manures, allowed such rapid growth of spreading sporeforraers 
that the host-cell-seeded agar, subsequently used to flood the plates, became 
contaminated. Acidified peptone glucose agar, which allows primarily the 
development of fungi, caused a rapid destruction of the phage. In general, 
neutral glucose asparagine 1 per cent agar has been found to be the most satis¬ 
factory medium so far tried. 

In regard to the significance of phage antagonism, the fact must be appreciated 
that the elaboration of an antiphage agent is but one of the several possible 
mechanisms whereby the lytic action of phage can be inhibited. Consequently, 
the presence of a zone of host-cell growth is not absolute proof that the particular 
orp^nism involved produces an antiphage substance. This has been shown to be 
the case with the corresponding plating procedure for isolating microorganisms 
antagonistic to bacteria. Actually, it has been found that many oiganisms, the 
orip^nal coloBies of wMch showed good antiphage zones, produced no demon- 
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strable antiphage action in the filtrates of different liquid media. It has also 
been observed that some organisms which were isolated from phage agar plates 
because of antibacterial zones surrounding the original colonies yielded broth 
filtrates active against phage but lacking demonstrable activity against the host 
cells (table 1). Some microorganisms isolated at random likewise produced 
liquid culture filtrates which inhibited bacteriophages but were without ap- 


TABLE 1 

Action of certain soil actinomycetes, isolated by the agar 'plate method^ against Staphylococcus 

aureus phage K 


CULTURE NO. 

1 

ORIGINAL COLONY ON GLUCOSE 
ASPARAGINE PHAGE AGAR 

CULTURE 

MEDIUM* 

AGAR TUBE TEST, FILTRATE DILUTIONt 

1:2 

1:20 

1:100 

69 

Antiphage 

1 






2 

4-+++ 





3 

++4- ! 



79 

Antiphage 

1 

4-4-+4- ' 





2 

4- 

4-h 




1 3 

4-4-4“ 



87 

Antiphage 

1 

+4-4- 





^ 2 

+4- 

4—f--f- 

H—j—1-4* 



3 

4- 

+4- 

-44-44- 

19 

Antibacterial 

1 

4- 

-l-{- 




2 

0 j 

4- 

4-4-4- 



3 

0 ! 

4“ 

4-4- 

56 

Antibacterial 

1 

i ' 

1 4- 

q—j. 

4“ “I — [- 



2 

: 0 

0 

4- 



3 

0 

0 

-4 

74 

Antibacterial 

1 

^ 4-4-4- 

-44-4-4- i 




2 

4-4~ 

4-44-4- 1 




3 

1 +4- 

I 

~l—1—f-4- 



1 = meat extract peptone; 2 = glucose tryptone; 3 = glycerol yeast extract. Each 
medium contained 0.2 per cent agar. 

t Activity of filtrates of stationary cultures grown for 8 days at 28 C. -j—f-f-f- ?= normal 
number of plaques; -f-f = 10-foId reduction; + = at least a 100-fold reduction; 0 “ no 
plaques. 

parent effect upon host-cell groiiiih. It would appear, therefore, that certain 
antibiotic agents in subinhibitive concentrations may prevent ly^ by bacter¬ 
iophages. This would indicate that the antiphage action of such substance 
was due to an effect on the host cells rather than directly upon the phages. 

Although it is possible to isolate microorganisms which produce antipfaa^ 
filtrates in liquid cultures by the use of the phage-seeded agar medium, the 
limited data available (table 2) do not indicate any significant advantage for tibis 
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procedure as contrasted with a random selection of organisms fortesting. The 
relatively high percentage of active fungi, as compared with the actinomycetes 
(table 2), is very likely due to a pH effect in some cases, since the mold filtrates 
varied from pH 2.7 to 8.4. The tests with the two groups of organisms are not 
directly comparable for a number of other reasons, such as treatment ox filtrates 
and phage exposure periods. 

The agar streak method was employed for determining activity against 
different phages in a manner comparable to its use in the study of the anti¬ 
bacterial properties of microorganisms. For this purpose, the culture to be 

TABLE 2 


Aniiphage activity of fungi and acimomycetes isolated at random and from glucose asparagine 
agar seeded with S, aureus phage K 





ACTIVE ORGAN- 



CULTURES 

ISMS, AGAR 

SOIL SOCSCE 

ORIGINAL COLONIES 


DILUTION 



1 TESTED 

TUBE XESTf 


Fungi* 


Enriched with fowl pox : 

1 Selected at random 

8 

7 

virus ; 




Untreated I 

Selected at random i 

38 

16 

Untreated j 

j Antiphage on phage agar 

5 

4 

Untreated i 

1 Antibacterial on phage agar j 

9 

7 

ActinomycetesI: 

Untreated I 

' Selected at random 

‘ 100 

27 

Untreated 

Antiphage on phage agar 

17 

1 3 

Untreated 

Antibacterial on phage agar 

: 10 

1 2 


* Grown in Gzapek-Dox medium, glycerol nutrient broth, fungus broth, and corn steep 
liquor media for 10 days. Filtrates tested against a laboratory strain of E. coli phage and 
8. aureus phage K. 

t Active organisms produced at least one filtrate active against one or more of 
the phages. 

t Grown in media listed in footnote of table 1. Filtrates tested against laboratory strain 
of E, colt phage, E. coli PC phage, and 8. aureus phage K. 


tested is streaked diametrically across a plate of agar seeded with phage. 
As in antibacterial studies, several different media are used. After appropriate 
incubation, cell-seeded agar is placed immediately adjacent to the growth of 
the antagonist, and the plate is then tipped so that the agar runs perpen¬ 
dicularly away to form a thin layer. After several hours^ incubation, growth 
of the host cells occurs up to varying distances from the antagonist, depending 
on the degree to which the bacteriophage has been inhibited. Often, as 
shown in figure 1, there is an antibacterial zone within an antiphage zone. By 
the,up of different phages, a spectrum of activity may be obtained. Some 
organisms are inactive by the streak test, although in the corresponding 
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agar-free medium they produce filtrates capable of inhibiting bacteriophages 
(table 3). 

It is also possible to determine antiphage action by growing organisms in 
liquid medium in cylinders set on phage-seeded nutrient agar plates. After the 
desired period of incubation, the surface is carefully flooded M'ith cell-seeded 
0.5 per cent agar. If diffusible antiphage agents have been produced, the cup 
will be surrounded by a zone of host-cell growth. With this technique several 


Fig. 1. Stre.ak Test of Streptomyces No. 193 Ag.^ixst S. .vurei^s Phage K on 
Tryptone Glucose Agar 

Zone of antiphage action surrounds inner zone of antibacterial action 

organisms or different media can be tested on a single plate. Though the 
method works satisfactorily for actinomycetes, it frequently fails with certain 
bacteria which grow^ under the cup and spread out over the surface of the plate. 

In the agar dilution method, various dilutions of the preparations to be tested 
are placed in petri dishes and 10-ml portions of agar seeded with one or more 
phages are added. When culture fluids are tested, the,v may be sterilized by 
filtration or by heat treatment before use. After suitable incubation, mdividua! 
areas of each plate are flooded with separate lots of agar, each seeded with a 
different bacterial host. The relative number of plaques is compared with the 
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pkcfiies on a eoiitrol plate, and a :^'pect]‘um of activity against ditferent phages 
can thus be obtained. 

A modification of this dilution procedure with only one phage can be conducted 
in test tubes. For this purpose, 1-ml portions of the phage suspensions and of 
the preparation hieing tested are mixed and incubated as desired. Subsequently, 
3~ml portions of 1.7 per cent agar seeded with the bacterial host are added to each 
tube, which is then shaken and slanted; the higher agar concentration is used to 
compensate for the 2 ml of agar-iree solution originally present. As in the fore- 


TABLE 3 



iffh' of 

actinoniyceles again.^t S. 

aureus phage 


'Viraz .\n. 


-V.A'R STRi: VK 

AGAR TUBE 

TEST, CULTURE FILTRATE DILUTION 


; Zf)M; i ■' 

1:2 

1:20 

1: lOU 

5b 

] 

V'r,K 

3it 

-h-r-f-f- 




*> 

lb 

+ 

+ + + + 



3 

f ' 

ABt 

: ++++ 


7b 

1 

0 : 

0 

0 

++++ 


2 

*> 

0 


‘ +4- + + 


3 

3 

++++ 



S7 

1 

0 





o 

0 

0 

: ++ + + 



3 

2 ' 

0 

+ + + + 


b7 

1 

0 

-f++ 

i 



2 

4 

-4- 

-L. 



;3 

•'} 

-T- 

4- 

, 4- 

103B 

1 

i) \ 

+ 

i + + 



2 

i let : 

0 

0 

; 4-+ 


.3 

' 15 ! 

0 

+ 

: 4-4-+4- 


* kSee footnotes of table 1. 
f Inner antibacterial zone present. 
I .\B = antibacterial action. 


going method, the number of placpies per scpiare centimeter is compare with the 
eoDcentrations of plaques in the controls. In the present work, the potenct" of 
difierent filtrates was compared by taking as the end point that dilution which, 
when mixed with the phage overnight at 37 C, produced at least a 100-fold re¬ 
duction in plaque titer. 

In the agar diffusion or cup test, the usual procedure is used for pouring plates 
of phage-seeded agar and for placing and filling the cylinders with the prepa¬ 
rations to be tested. After incubation overnight, the plates are flooded with a 
thin layer of host-seeded agar. T\Tiere diffusible antiphage agents are present, 
the cups are surrounded with zones of bacterial growth, the host cells being lysed 
at a distance Irom the cups. With inactive preparations, complete lysis occurs 
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right up to the cylinders. Figure 2 illustrates this technic}iie. As has been 
found for the pre\TOus tests, increasing phage concentration yields progressively 
smaller zones of phage inhibition. The antibacterial zone in figure 2 indicates 
either that the antiphage agent is antibacterial in greater concentrations or that 
there is also present an antibiotic in addition to the antiphage agent. 



Fig. 2. Agar Dippusiox or Cup Test with the Isol.^ted Agent of Streptomyces No. 

193 .''GAINST Three Different Concentr.^tions of S. aureus Phage K and a 

Phage-free Control 

DISCUSSION 

The various methods described have been developed for the study of agents 
active agarist bacteriophages. It is essential that the phages used be stable in 
the media over that period of time during which the\^ are subjected to the 
metabolic products of the antagonists or to other preparations tested. In this 
respect, different phages, and possibly even different lots of the same phage, may 
vary considerably. It should be remembered that factors such as acid produc¬ 
tion may cause phage inactivation by the streak test, and that concentration of 
solvents, such as alcohol, must be considered in the agar cup tests. 

In general, the techniques for the study of antiphage agents appear to possess 
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inlierent limitations A\iiicli make their standardization more difficailt than is the 
case with the analogous methods employed in antibiotic investigations. How- 
ever, tiiis may be expected in view of the greater complexity oi the bacteriophage 
system. The antimicrobial tests immlve (1) an antagonistic organism or an 
antit)iotic substance, (2) a single medium, and (3) microorganisms whose growth 
is antagonized or iiiiiibited. (.)n the other hand, the system in which aiitiphage 
action is tested consists of (1) the antagonist or aiitiphage agent, (2) frequently 
two different media (one for plating and another for flooding the original agar 
layer with host cells), (3) a phage, and (4) the bacterial host of the phage. In 
addition, the time factor as well as other conditions of culture differ in the two 
systems. For example, the cup test for antiphage action requires a preinciiba- 
tion pei’iod to allow diffusion before the host cells are placed upon the surface of 
the phage-seeded agar. ()n the other hand, both cells and active agent are 
usually added simultaneously in the agar diffusion method for determining 
antibiotic action, the bacteria being present throughout the agar. 

Any method for demonstrating and measuring the inhibition of phage action is 
considerably more e(jmplex in regard to the nuro.ber and kinds of possible mech¬ 
anisms which may be involved. ^ATiereas an antibiotic must, of necessity, act 
directly upon the microbial cell, an antiphage agent may inhibit phage multi¬ 
plication by acting directly upon the phage particle or by affecting in some 
manner the medium or host cell. With bacteriophage, the latter type of action 
may l3e due to the prevention of phage adsorption on, or entrance into, the cell; 
an alteration of host metabolism, which renders impossible phage multiplication; 
or some other mechanism. It is, therefore, quite logical to anticipate diffi¬ 
culties in modifying for phage studies the procedures used for the isolation and 
study of antibiotic agents. 

The limited data available indicate no particular advantage to the use of the 
agar plate method for isolating m.icroorganisms antagonistic to phage. However, 
this very same comment has been made with respect to the bacteria-washed agar 
medium for the isolation of antibiotic-producing microorganisms, in which the 
criterion of activity has been the formation of lytic zones (Waksman and Schatz, 
194(3). Nevertheless, the selective streak and cup techniques for detecting and 
measuring antagonism and the agar dilution and diffusion method for the study 
of the agents themselves can be applied to phage investigations. Although 
some substances do not diffuse and as a result appear inactive by the cup pro¬ 
cedure, such preparations can be satisfactorily handled by the agar dilution 
technique. 

It is suggested that similar methods may possibly And application in the study 
of plant and animal viruses. It may be possible, for example, to test the in- 
fectivity of virus-seeded agar taken at various distances from a colony or a 
streaked organism, or from a cup containing a diffusible preparation. 

SUMXL\RY 

Methods useful in the screening of antagonistic organisms and studies of the 
antibiotic substances can also be applied to the isolation of microorganisms pos- 
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sessing antiphage properties and the study of the antiphage agents themselves. 
The resulting techniqueSj however, involve more variables than do the original 
and simpler procedures used in antibiotics. 

The production of antiphage agents active against bacterial phages was in¬ 
vestigated by the agar plate, agar streak, cup culture, agar dilution, and agar 
diffusion methods. The principle of all these methods is the ability of the vims 
host to grow on the medium in which vims action is inhibited. To what extent 
these methods or modifications of them can also be utilized in the study of sub¬ 
stances active against plant and animal viruses remains to be determined. 
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Tile relation of fever and of subnormal temperatures to resistance and to 
well-being bas been a matter of debate and varying practice for centuries. 
Since the dawm of history hot and cold topical applications and baths have had 
wide popularity, and antipyretic drugs have been used to a greater or less extent 
ever since their discovery. 

In 1878 Pasteur, Joubert, and Chamberland noted that susceptibility to 
anthrax could be induced in fowl, animals normally resistant to this infection, 
simply by immersing them up to the thighs in a bath held at 25 C. The animals 
so treated suffered a reduction in temperature to 37 to 38 C and died of anthrax 
within 24 to 30 hours following inoculation with Ba-cillus anthraeis, whereas the 
controls remained alive. Subsequently, Wagner (1890) confirmed their report, 
indicating further that ‘^hypothermy diminishes the mobility and phagocytic 
functions of the leucocytes.’’ When the animal’s temperature was lowered, the 
tide of battle was turned against the leucocyte and the animal succumbed. 
Similar experiments with antipyretics w^ere not so striking. 

Modem interest in the therapeutic use of the febrile state was aw^akened by the 
report of Wagner von Jauregg (1918^19) that cases of tabes dorsalis and general 
paresis were improved following artificial infection with malaria. Although 
many of the physiological responses to fever have been clearly described, specific 
studies on the influence of fever on defense mechanisms have been few. 

One of the most frequently cited reports is that of Roily and Meltzer (1908), 
who studied in rabbits the effect of artificially increased temperature on resistance 
to infection, on phagocytosis, and on antibody production. Their figures, how¬ 
ever, showed no greater differences than might be due to individual variation; in 
some of their experiments only two or three ammals were used for a given pro¬ 
cedure. Continuing the studies on phagocytosis, they reported that ingestion of 
several species of bacteria by human leucocji^s m vitro was increased with 
temperature increases from 6 C to 39.5-40 C; beyond that point a decreasing 
activity occurred. The experiments with guinea pigs and guinea pig leucocytes 
gave irregular results. 

Ellmgson and Clark (1942), in a more complete study, disagreed with the 
findings of Roily and Meltzer, especially in regard to the persistence and the 
production of antibodies. In rabbits already actively immunized against 
Eberthella typhosa, the induction of fever of 106 to 107 F (corresponding to about 
41 C) was follow* ed by rapid reduction of antibody titers as compared with''con¬ 
trols with normal temperatures. In rabbits passively immunized with homolo'- 
gous antityphosus serum, fever of this degree accelerated the decline of antibody 

^ Aided by grants from tbe Wisconsin Alumni Research Foundation. 
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titers. Specific antibody responses were impaired when animals were subjected 
repeatedly to severe fever during the period of immunization. Their phagocy¬ 
tosis studies (in vitro) were few, but both with staphylococci and guinea pig 
leucocytes and with staphylococci and human leucocytes, an increase in the 
number of bacteria ingested w’as observed up to a temperature of 104 F or 40 C. 
Admittedly, this phase of their work was incomplete, and need for further study 
along this line was stressed by the authors. 

Two other papers—one by Ledingham (1908), the other by Madsen and Wulff 
(1919)-—are noteworthy in the field of phagocytosis-temperature relations. 
Ledingham observed enhanced phagocytosis with elevations in temperature from 
18 to 42 C. He considered that this increased reaction was due to more adequate 
sensitization (i. e., sensitization in a much shorter time) at the higher temperature 
levels. Testing Ms hypothesis, he found that both opsonization and phagocyto¬ 
sis were favorably influenced, but opsonization to a more marked‘degree. He 
likewise noted that the rate of the reaction was involved rather than the end 
point. 

Madsen and Wulff claimed that the optimum temperature for phagocytosis 
in vitro is that of the animal’s body at the time the cells are wfithdrawn. If the 
temperature of the individual is normal, then maximum phagocytosis by that 
individnars cells should be at the normal body temperature for that particular 
animal species (around 37 C for humans, 39 C for guinea pigs and rabbits, and 
41 C for fowls). Should the individual develop a febrile temperature, then 
optimum phagocytosis, according to these authors, w’oiild take place at that 
febrile temperature. 

In attempting to analyze earlier phagocytic studies, it should be borne in 
mind that the lack of mechanical devices to ensure uniform mixing of phagocytic 
systems was characteristic of that period, so that chances for contact between the 
phagocytes and the bacteria were less and probably therefore did not so closely 
approximate those witMn the animal body. 

A recent paper concerning phagocytosis-temperature relations is that of 
Cottingham and Mills (1943), who report experiments dealing with the effects 
upon phagocytic functions of pol 3 rmorphonuclear leucocytes of vitamin-de¬ 
ficient w'hite rats subjected to environmental temperatures of 68 F and 90“91 
F. They concluded that phagocytic powws of deficient animals (a number of 
deficiencies were observed) were lessened regardless of environmental temperature. 
In their wwk, however, only 40 cells on each of two smears per animal per 
temperature were counted. In our experience, a count of 400 cells per animal 
per temperature is essential for a quantitative estimation of the extent of pha¬ 
gocytosis. These investigators went to the opposite extreme of that of the 
earlier workers and used extremely rapid shaking (560 reversals of direction per 
minute). 

In view of the limitations of the earlier work and with the desire to pursue the 
observations of Ellin^on and Clark, we undertook these studies on phagocytosis- 
temp^erature relations. 
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METHODS 

The experiments reported here are divided into two parts; those concerned 
with phagoc\i:osis over the range of 22 to 42 C, and By those dealing with pha¬ 
gocytosis in the range of 37 to 45 C (with comparisons at 25 and 50 C). 

A, Polymorphonuclear ieiieocytic exudation was induced in the peritoneal 
ca\ities of ten normal, mature guinea pigs, five normal, mature rabbits, and 
five normal, mature mice by the injection of starch aleuronat paste (3 per cent 
potato starch boiled in distilled water with 5 per cent aleuronat added) mixed 
with an equal volume of tryptose broth. The amounts injected W'ere 10 to 20 
ml in guinea pigs, 30 to 40 ml in rabbits, and 3 ml in mice. 

After 18 to 24 hours the animals wnre exsanguinated by bleeding from the 
heart, and the serum so recovered w'as used in the phagocytic system. Various 
time intervals after injection of the irritant into mice were tested (4 to 24 hours) 
in an attempt to increase the jdeld of leueoc\des, but consistent results w’ere not 
obtained. Leucocytes wure withdrawn from the peritoneal cavity after bleeding 
by w’ashing out the area with a suitable amount of sterile physiological salt 
solution. The suspension wns then centrifuged gently and standardized by 
means of the Neubauer counting chamber to 25,000 to 30,000 cells per mm®. 
Leucocytes in all experiments w’ere used within 4 hours after recovery from the 
test animal; the cells 'were retained at refrigerator temperature until ready for 
use, usually within an hour of their recovery. 

The bacterial suspension employed was a laboratory strain of Staphylococais 
aureus (hemolytic, mannitol-fermenting, and coagulase-positive) grown on tryp¬ 
tose agar for 18 to 24 hours, wmshed off with saline, shaken with sterile glass 
beads to break up the bacterial clumps, and standardized to McFarland BaS 04 
standard no. 1. In practice this suspension wns diluted with an equal volume of 
saline just before its incorporation in the phagocytic system. The ratio of 
leucocyte to bacteria varied from 1:40 to 1:60. The standard bacterial sus¬ 
pension was discarded after a 6 w^'ceks’ period and a fresh emulsion prepared. 

The leucocytes and serum were first pipetted into cleaned, sterile pyrex tubes 
(73 by 8 mm); the bacteria were added just before the mixture was incubated. 
One-tenth ml of each reagent was added; the tubes were sealed with paraffined 
* corks and attached to the wLeel of an electrically driven rotating device so con¬ 
structed as to make 2.5 revolutions per minute about an axis 20 degrees from the 
long axis of the tube. This machine was also used by Ellingson and Clark 
(1942), but was modified so that the tubes containing the phagocytic system were 
rotated end over end. This modification was considered of greater value in the 
attainment of optimum contact betw^een the leucocytes and the staphylococci. 
Five temperatures wnre included in each test: 22, 27, 32, 37, and 42 C. The 
temperatures of the winter bath were carefully checked, and variations of more 
than 0.25 to 0.50 C were prevented. 

After incubation for, 10 minutes, the tubes w^ere removed and 0.02 ml of the 
mixture placed on a slide and smeared over the surface' with cigaret paper. 
After diying, the slides were stained in a dilute solution of Loeffler^s methylene 
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blue, tbe extent of dilution being determined separately for each experiment since 
the staining properties of leucocytes vary considerably from animal to animal. 
The use of this dilute stain permitted differentiation of the bacteria from the 
leiicoc^dic nuclear material, which under these conditions stains less intensely. 

On each of two smears for each temperature 200 leucocj^tes were examined for 
the presence of phagocytosis, making a total of 400 leucocytes observed at each 
temperature. The chief method of evaluation of the phagocytic reaction was 
that of Hamburger (1912), noting the percentage of active leucocytes; but a rough 
phagocytic index was also obtained according to the method of Leishman (1902), 
by recording the number of cells ingesting ^ffew” (five or less) organisms and those 
phagocytizing ''many” (more than five) bacteria. The labels of the slides were 
covered vith tape and arbitrarily assigned a number by another person in order 
to rale out personal bias. 

The body temperatures of the rabbits were recorded, and all showed normal 
temperatures. The temperatures of a representative sample of guinea pigs were 
taken and were found to be in the normal range. Xo attempt was made to ob¬ 
tain body temperatures of the mice (see figures 1, 2, and 3). 

B. The procedure for the tests in the range of 37 to 45 C at 2-degree intervals 
(with experiments at 25 and 50 C for comparison) was the same as in the 22 to 42 
C experiments with a few changes. The separate components of the phagocytic 
systems (serum, staph^iococci, and leucocytes) were incubated for 1.5 minutes 
before being mixed at the temperatures at W'hich they were to be rotated. 
Another variation w'as rotation of the tubes in the w^ater bath for 5 minutes 
instead of 10. The staphylococci of this series only w^ere maintained in a 
lyopMlized state after preliminary tests had indicated little or no difference in 
the avidity with w^hich these were ingested w^hen compared with freshly pre¬ 
pared suspensions in systems containing the same leucocytes and serum. The 
body temperatures of the five guinea pigs from W’-Mch cells and serum were 
obtained for this series varied from 39 to 40 C, a range considered normal 
(see figure 4). 

PRESENTATION OF RESULTS 

A, The results of representative phagocytic experiments in the guinea pig and 
rabbit groups are shown in figures 1 and 2. Actual counts are given: separate 
counts made by two indimduals for the guinea pig group, those of a single ob¬ 
server for all other experiments. Variation in the evaluations by the investi¬ 
gators at a single temperature w’ere 5 per cent or less except in a few instances. 
When great variation occurred, careful' recounting wms the practice and the 
discrepancies were ruled out mathematically.^ 

Figure 3 is a summary of the data from the guinea pig, rabbit, and mouse 

® Method for ruling out: adding together all the figures obtained at a given temperature 
except the one in question; averaging; finding the deviation of each figure from the average; 
averaging the deviations; multiplying the average deviation by the total number of deter¬ 
minations, including the questionable figure. If the figure obtained thus is less than the 
deviation of the doubtful figure from the average, then that determination may be 
discarded. 
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Fig. 2. Repbesentativb Rabbit Expbeiment 
Top curve: percentage of leucocytes phagocytizing. Lower curve: percentage of leucocytes 
ingesting “many** (i-o,, more than five) bacteria 

groups. The figures were obtained by designating the findings in each test at 
22 C as unity (LOO) and compaiing those at the four higher temperatures 'with 
this base. This is done for reasons of convenience' and is intended' merely to^ 
picture the average phagocytic ranges in each of the three groups. 
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Increases in phagoc3'tic values vdth each rise in temperature (numerator = 
number of tests shoving increase, denominator = number of tests in series) 
are shown below: 

Guinea pig group: 

22 to 27 0—9/10 (exactly the same value at the two temperatures was obtained 
in the other test) 

27 to 32 C—9/10 (a significant decrease of 11 per cent occurred in the tenth test) 

82 to 37 C—S/10 (insignificant decreases of 1 per cent and 3 per cent were observed 
in the other two tests) 

37 to 42 C—8/10 (an insignificant decrease of 2 per cent appeared in one of the re» 
maining two tests; there was a much greater decrease in the other, 12 per cent) 



Fig. 3. Peecbntagb of Leucocytes Phagocttizing in Each Group 
Top curve: guinea pig group (average of ten). Middle curve: rabbit group (average of 
five). Bottom curve: mouse group (average of five) 


Eabbit group: 

22 to 27 C—5/5 
27 to 32 C—5/5 

32 to 37 C—4/5 fe.n insignificant decrease of 2 per cent occurred in the other) 

37 to 42 C—1/5 (there was a significant decrease of 13 per cent in the fifth test) 
Mouse group: 

^ to 27 C—1/5 (a small decrease of 3 per cent was observed in the fifth test) 

27 to 32 C—3/5 (the decreases in the remaining two tests were 1 per cent and 2 per 
cent, respectively) 

32 to 37 C—5/5 

37 to 42 C—^2/5 (two tests gave small decreases of 3 per cent and 1 per cent, respec¬ 
tively, while in the other test the decrease was significant, 11 per cent) 

B. The average comparative phagocytosis in the higher temperature range is 
shown in %ure 4, Results were obtained by averaging the comparative phag- 
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ocytosis values in the leucocyte-serum systems from the five guinea pigs at each 
temperature. Here, it vill be noted, the comparative base (LOO) is placed at 
25 a 

Increases in phagocytic values with each rise in temperature were as follows: 

25 to 37 C—5/5 

37 to 39 C—^3/5 (of the remaining testSj one showed a decrease of 4 per cent at the higher 
temperaturej but the other showed exactly the same value at both temperatures; 
two of the tests showing increases did so by only 1 per cent and are to be considered as 
the same as the lower temperature values) 



TEMPEI^TURE (^C) 

Fig. 4. Phagocytosis at 37 to 45 C with Compaeisons at 25 and 50 C 
Each curve represents one complete experiment (guinea pig leucocytes and serum vs. 

staphylococci) 

39 to 41C—3/5 (one of the other tests gave a decrease of 3 per cent at 41 and the second, 
a decrease of 6 per cent; in one of the tests at which an increase occurred the amount 
, of enhancement was only 1 per cent and is to be considered the same as at the lower 
temperature) 

41 to 43 C—3/6 (decreases w'ere of 3 per cent in each of the other two cases; increase in 
one experiment was an insignificant 2 per cent) 

43 to 45 C—1/5 (decreases were all over 5 per cent except in one test where the drop was 
only 2 per cent; the one experiment giving an increase did so by 4 per cent) 

46 to 50 C—0/5 (in tw'O tests the leucocytes were too disintegrated to be examined. 
In two of the other 3 tests the drops were 28 per cent and 13 per cent, respectively; 
in the third the decrease was only 2 per cent) 

DISCUSSION 

It is readily observed that tbe over-aH picture of phagocytosis in by the 
exudative polymorphonuclear leucocyte in the guinea pig and rabbit grou|B m one 
of increase with each successive 5-degree rise in tempemture over the range, of 




344 D. R. HARMON, C. ZAR.1FONETIS, AND P. F. CLARK [vOL. 52 

22 to 42 C. In the mouse group there was less phagocytosis at 42 as compared 
with 37 C, but this series of tests was unsatisfactory because of our inability to 
obtain a leucocytic exudation comparable both in quality and in quantity with 
those of the other two species. The irritant proved either too damaging, pro¬ 
ducing a sloughing of tissue cells, or too mild for a reaction of any kind. Four of 
the five experiments finally completed with any degree of technical parallelism 
with those of the other two animal groups displaj'^ed a range of phagocytosis well 
below that of the other species. The fifth mouse test, however, w^as technically 
comparable to the guinea pig and rabbit tests. Nevertheless, the results at each 
temperature in all five tests w’ere averaged together to obtain the mouse group 
curve presented in figure 3. Because of the inadequacy of the mouse exper¬ 
iments our discussion is confined to the results obtained with guinea pigs and 
rabbits. 

Although the lower temperatures are unphysiological for the animals employed 
in these tests, w'e considered it of importance to include them for the estabhsh- 
ment of a curve. There is no doubt that phagoc 3 "tosis increases, and at a con¬ 
sistent but somewrhat decreasing rate, from 22 to 37 C, The next question ob¬ 
viously concerns the reaction betw'een 37 and 42 C. 

Two prelimmar\^ experiments were run with guinea pig phagOG\"tic systems at 
the temperatures 37, 39, and 41 C. The fii'st gave results varying only 1 per 
cent at the tliree temperatures; the second show-ed a decrease of 11 per cent and 
10 per cent, respectively", at 39 and 41 compared with 37 C, For a temperature 
range containing 2-degree increments, an even more rigid technique than the one 
described must be employed. These increased precautions should include separ¬ 
ate incubation of each component of the phagocy^tic sy^stem at the temperature 
at which the w^hole is to be tested, in order that incubation of the entire system 
may begin at the designated temperature instead of going through a brief period 
of adjustment. This condition w’as strictly adhered to in the five subsequent 
tests shown in figure 4. The arbitrary time of this preincubation was set at 1.5 
minutes to avoid possible injury to the leucocytes. Here, it wall be recalled, 
iyophilized organisms w^ere used, and the period of rotation w"as shortened from 
10 minutes to 5 minutes. 

^ In figure 4 are the data, in comparative form, from the five experiments (guinea 
pig leucocytes and sera) within the range of 37 to 45 C with controls at 25 and 50, 
C. An increase appears in the percentage of actively phagocytic leucocytes 
bc}' ond 37 C to about 43 C, followed by" a decrease after this temperature. In 
only one test w"as there an enhancement at 45 C, and this rose insignifi¬ 
cantly' above the value obtained at 41 C. In this test (the topmost cuiwe in 
figure 4), are observed a significant increase in phagocytosis from 37 to 41 C, a 
leveling off at 41, 43, and 45 C, and a decided drop at 50 C. In the other tests 
the fall occurred after 43 C, except in the experiment represented in the 
lowest curve in which 39 C was the high point. The decreases shown on the 
^aph^betwnen 37 and 41 C, except possibly in the lowest curve, are considered of 
little, if any, significance (i.e., less than 5 per cent decreases in percentage of active 
leucocytes). The results at 50 C did not fall so low as those at 25 C in the three 
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tests in which values could be obtained at that high temperature (in two experi¬ 
ments the white cells were too disintegrated to be counted). These results are 
interesting, for it appears that white cells can be subjected to temperatures higher 
than one observes even in patients with the severest febrile reactions and still 
give a good account of themselves—^at least, in vitro. The W'Mte cells in the 
three experiments in w^hich they could be counted at 50 C appeared to be mor¬ 
phologically as sound as those at the low’er temperatures. 

These results contradict the claims of Madsen and Wulff that optimum phago¬ 
cytosis in vitro occurs at the temperature of the animal body at the time of with¬ 
drawal of the leucocytes, the only exception being showm in thelowest curve of 
figure 4 in which phagocytosis dropped sharply after 39 C, the approximate body 
temperature of the guinea pig contributing leucocytes and serum. 

Fenn (1921-22) recalculated the results of Madsen and Watabiki (1919), who 
failed to determine a temperature coefficient in their studies. calculation of 
the number of bacteria ingested per leucoc\d;e per minute during the first half of 
the reaction, Fenn found that the rate of phagocytosis %vas almost a logarithmic 
function of temperature from 0 to 35 C and that Qw was constant over that range 
and w^as equal to 2.0. His owm experiments did not show comparable results, 
for he obtained an increase in temperature coefficient below 30 C and a lowered 
coefficient above 30 C. He considered that this increased coefficient at lower 
temperatures might be due to change of the leucocytic protoplasm from the gel 
to the sol state, a phenomenon easily effected by slight increases in temperatures 
in the low^er range. The lower coefficient at higher temperatures, might, he 
thought, indicate that at higher temperatures, phagocytosis is dependent upon 
surface tension alterations. 

By comparing the phagocytosis at each temperature with that at the next level, 
we observed a steady, progressive increase over the range of 22 to 42 C, the rate 
of this increase diminishing slightly at higher temperatures. Although our first 
tests (figure 3) did not establish a point of decline in the percentage of actively 
phagocytic cells, it seemed reasonable to assume it would not be far above 42 C, 
judging from the decrease in the rate of the reaction at the higher temperatures. 
This assumption w-as borne out in the tests pictured graphically in figure 4, in 
which the rate continued to decrease to the point of decline. 

How" the increase in the amount of phagocytosis can be correlated with the im¬ 
pairment of production and maintenance of antibodies at fever temperatures is 
not clear. It must be remembered, how’-ever, that the experiments of Ellingson 
and Clark on the effect of temperature on phagocytosis, as w~ell as those presented 
here, were carried out in vitro, wffiereas their tests concerning antibodies were 
made in vivo. In the actual infectious process the leucocyte is subjected to ele¬ 
vated temperatures for longer periods than the arbitrary interval selected for 
these in vitro studies. It is entirely possible that the white cell becomes 
^‘w’’eakened^^ in the febrile body before it comes in contact with the bacterial 
and so is less effective in combating invasion. Some information regarding this 
phase could be obtained by placing the polymorphonuclear cell at'varying,tem¬ 
peratures for different periods of time before running phagocytic tests m wfra 
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Mitli tiiem. Repeated attempts on our part to develop a satisfactory teciuaique 
in vivo for phagocytosis paralleling the tests in vitro were unfruitful because of 
difBcuit}' in obtaining suitable leucocytic exudation to balance the bacterial sus¬ 
pension injected. 

"ftTiatj then, are the mechanisms involved in these phenomena of increase, on 
the one hand, and decline, on the other? Whsit is the role of complement in 
these reactions? TlTiat are the physicochemical changes concerned? What part 
does mobility of the leucocytes play? Whsit is the effect of the particular organ¬ 
ism, Staphylococcus aureus, employed in these tests? Specifically, what is the 
influence of temperature on coagulase activator (Smith and Hale, 1944; Hale and 
Smith, 1945)? Are there changes in the metabolism of the leucocyte, and if so, 
are such changes a cause or an effect of increased ingestion? Is digestion of the 
organisms at higher temperatures likewise increased, or is it decreased, or does it 
remain fairly stable? It may be that the ^vhite cells are actually under adverse 
conditions at elevated temperatures and are artificially stimulated to an enhanced 
activity w4ich lasts only during the short periods of these tests. During such 
stimulation the leucocyte may be unable to cope with the engulfed organisms, 
and when the initial stage has passed, the cells may begin to disintegrate, thus 
freeing organisms which have been damaged little or perhaps not at all. The 
accumulation of various metabolic products and the presence of leucocidin should 
likewise be kept in mind as possible participants in these involved processes. 
Obvious suggestions for future research, in addition to points already indicated, 
include investigation of different time limits, the effects of immune serum, the 
beha\fior of various types of organisms, and the acthdty of other types of phago¬ 
cytes, particularly human cells. One must be aware also of possible physiological 
differences between blood leucocytes and e^oidative cells (Fleischmann, 1939). 
The crucial test regarding the practical value of increased temperature can be 
made only by use of in vivo procedures, and only then can parallels be accurately 
drawn. It is still unclear whether fever is advantageous or detrimental to the 
patient. 


SUMMARY AND CONCLUSIONS 

In a series of studies of phagocytosis in vitro, exudative guinea pig and rabbit 
polymorphonuclear leucocytes in a system wdth fresh homologous normal serum 
and Staphylococcus aureus showed enhanced phagocytic powers with 5 C incre¬ 
ments within a temperature range of 22 to 42 C. These results are based on 10- 
minute incubation of the complete phagocytic system in a controlled water bath. 
Data here included are from the 16 tests (10 guinea pig and 5 rabbit) of which the 
techniques were the most satisfactorily standardized. In all, over 30 experimentvS 
were performed, and, regardless of variations in technique, the reaction showed 
the same trend. 

Fifteen experiments with mice did not lead to clear-cut results; this was due to 
failure to secure an adequate leucocytic response. The results of the five tests 
in which there was a moderate amount of exudation are presented; they indicate 
an increased in^stion up to 37 C followed by a decline at 42 C. 
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In five tests ^^itii guinea pig leucocytes and fresh, homologous normal semm 
(vs. Staphylococcus aureus) in M’hich the temperatures ranged from 37 to 45 C 
with 2 C increments and vith comparisons at 25 and 50 C, phagocytosis increased 
to a point approximating 43 C and declined rapidly beyond that point. 

The increase in phagocytosis proceeded at a slightly decreased rate as elevated 
temperatures were reached. 
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This new Salmonella type was isolated from the intestine of a female green 
mamba snake {Dendraspis viridis) which was submitted to the miters for autopsy 
by Mr. C. B. Perkins, Curator of Reptiles, San Diego Zoological Society. It was 
one of a pair purchased a few weeks pre^dqusl}" for exhibition. The native 
habitat of the snake is western Africa from the Senegal to the Niger. Since the 
specimens had so recently been imported, the type name Senegal was selected for 
this Salmonella, This snake died suddenly and had not been ill at any time 
following its arrival at the zoo. On autopsy it was noted to be poor in flesh, but 
not emaciated. The posterior intestine was studded with ulcers. Except for a 
slight congestion of the liver and mucosa of the stomach no other abnormalities 
were noted. The second snake is still alive and on exhibit. 

Two strains each having biochemical and cultural characteristics of Salmonella 
were isolated from two different levels of the intestine. Other tissues examined 
(liver, heart, and lungs) w^'ere negative. The bacterium w^as a motile, gram¬ 
negative rod. It produced hydrogen sulfide but did not form indole, and it failed 
to liquefy gelatin in 60 days. Acid and gas w^ere produced in 24 hours from arab- 
inose, duieitoi, glucose, inositol, maltose, mannitol, rhamnose, sorbitol, trehalose, 
and xylose. Acid and gas were produced from cellobiose in 1 week by one strain, 
acid only by the other; and acid was produced from glycerol in 2 weeks. Lactose, 
raffinose, salicin, and sucrose were not fermented. All fermentation tests ■which 
were not positive after 72 hours w^ere sealed and held at least 30 days at room 
temperature. The lactose tubes were held for 60 days and at no time sho-wed any 
acicEty (bromthjTnoI blue). Sodium citrate and dextro-tartrate were utEized. 
Litmus milk became very slightly acid in 24 hours and neutral in 72 hours, and 
after 1 week was alkaline. 

Antigenic analysis b}" the method of Edwards and Bruner (1942) showed that 
its somatic antigen -was identical to that of Salmonella ruhislaw (XI). Alcohol¬ 
ized antigens w^ere agglutinated to titer with S, ruMslaw antiserum. Absorption 
of this serum with S, Senegal removed all the somatic agglutinins for the homol¬ 
ogous strain. Antiserum prepared by injection of a rabbit with boiled antigen 
of one strain of S, Senegal reacted to titer (2,560) with an alcoholized S, ruMslaw 
antigen. Likewise, absorption of the S, Senegal antiserum with S, tiMsMw 
removed all the '^0” agglutinins for both types. Therefore the somatic antigen 
for S, Senegal is XI. 

Preliminary examination of the flagellar antigens showed that the culture was 
diphasic. Serums were prepared, for both phases after they were separated, by, 
the method of Edwards and Bruner (1942). Phase 1 was agglutinated to the 
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titer of, aad removed all H agglutinins from, serum prepared from phase 1 of S. 
Tubislaw (r). Likewise, phase 1 of S. rubislaw was agglutinated to the titer of, 
and removed all agglutinins from, serum derived from phase 1 of S. Sene¬ 
gal. Phase 1 of S. Senegal is r. 

Phase 2 of S. Senegal was agglutinated by serums for all the nonspecific phases 
of the genus. When tested with single factor serums, it was agglutinated only 
by seram for factor 5, Semm prepared for phase 2 of S. Senegal was exhausted of 
H agglutinins by absorption vith phase 2 of Salmonella manhaitan (1,5 ...). 
Phase 2 of S, Senegal removed all agglutinins from serum, derived from phase 2 
of Salmonella eholerae-suis (1,5 ...). Phase 2 of the new type is 1,5 .... 

The diagnostic formula of S. Senegal is XI:r, 1,5 ... * 
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SUMAL4EY 

A new Salmonella type isolated from a green mamba snake (Dendraspis viridis) 
is described. It has the antigenic formula XI:r,l,5_, and has been desig¬ 

nated S. Senegal. 
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During tlie course of an investigation on the cultural conditions affecting 
production of amylase by Bacillus maceram, it was obsen^ed that aeration re¬ 
sulted in an increase in amjdase jdelds and in an appreciable decrease in the time 
of incubation necessary for its prodiiction. 

A 5 per cent rolled oats medium buffered with 2 per cent calcium carbonate, 
recommended as most suitable for amylase production by Tilden and Hudson 
(1942), vras employed. The sterile medium wns inoculated ^dth a heavy saline 
suspension of a 24-hour culture of B, maceraiis (Sch. no. 4) on nutrient agar 
containing 1 per cent glucose. Incubation was at 37 C. The time of incubation 
varied with the conditions of the experiment. Aeration was accomplished by 
passing sterile air, saturated with water vapor, through aioxite aerator stones. 


TABLE 1 

Effect of aeration on production of amylase by Bacillus macerans {Sch, no, 4) 


1 

TIMi: or INCiraATION 

AMYLASE CONTENT (TOflTS PEE ML) 

Aerated 

IJnaerated 

days 

4 

0.2 

0.2 

7 1 

3.8 1 

1.2 

14 

4.5 i 

1.9 

21 1 

5.0 1 

2.2 


Control cultures prepared and inoculated under the same conditions were in¬ 
cubated without aeration for the same period of time. Representative samples 
of the cultures vrere removed aseptically for analysis after various periods of 
incubation. The samples were filtered through infusorial earth pads on a Buch¬ 
ner funnel to remove slime and solid materials. The clear filtrate w^as analyzed 
for amylase content by use of the microscopic iodine test described by Tilden and 
Hudson. The enzyme unit employed was that arbitrarily defined by the authors 
as that amount of enz^une present in 1 ml w'hich will convert 30 mg of starch to 
the ^^browm violet stage^^ in 30 minutes at 40 C. In preparations in wMch the 
enz}une content was very low, a 0.5 per cent starch and a 1/60 n iodine solution 
were used. Fermentations were conducted in quadruplicate. The results re¬ 
corded in the accompanying tables are average values. 

Table 1 show^s that the amylase content of aerated samples after 1 week of in¬ 
cubation exceeded that of unaerated cultures' after incubation for 3 weeks. 

^ Present address: Pulp Mills Research Project, University of Washington, Seattle, 
Washington. 
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In confirmation of these findings, similar experiments with sis other strains of 
B. macetans (table 2) showed that aU strains tested produced more enzyme in a 
shorter period of time when the cultures were aerated. 

TABLE 2 


Production of amylase hy various strains of Bacillus macerans after 1 and S weeks’ incubation 


SWAIN NO. 

1 AMYLASE CONTENT (tlNITS PER Ml) 

1 

Aerated 1 week 

TJnaerated 

1 week 

3 weeks 

E.Y.L421 

i 3.5 

0.2 

2.2 

277-S 

4.5 

1.0 

1.9 

277-T 

1 2.7 

0.2 

2.1 

888 

5.3 

2.4 

2.3 

588 

; 2.7 

0.4 

1.7 

588 

5.5 

0.9 

2.4 


SUMMARY 

By the use of aeration it was found possible to increase the yields of BacillTjis 
macerans amylase and to decrease appreciably the incubation period required for 
its production. 


REFERENCE 

Tilden, E. B., and Hudson, C. S. 1942 Preparation and properties of the amylases 
produced by Bacillus macerans and Bacillus polymyxa. J. Bact., 43, 527-544. 



ACETIC ACID INHIBITION OF GEAM-NEGATIVE BACILLI IN 

CULTHRE MEDL4. 


CORA RUST OWEN 

Surgical Research Laboratories of ike Harvard Medical School at the Mmsachmeiis 
General Hospital, Boston, Massachusetts 

Eeceived for publication June 17, 1946 

Many substances have been added to culture media- in attempts to inhibit the 
growth of gram-negative bacilli, especially those of the coli-proteiis-pyocyaneus 
group, thereby facilitating the isolation of gram-positive organisms (Floyd and 
Dack, 1939; Snyder and Lichstein, 1940; Lichstein and Snyder, 1941). However, 
vith effective concentrations of these substances, many of the gram-positive 
bacteria are also inhibited, their colonial characteristics are altered, or typical he¬ 
molysis is suppressed or disguised by changes in the medium. Further, in liquid 
media, the gram-negative bacilli soon outnumber the gram-positive organisms 
and, when the culture is plated, the appearance of isolated gram-positive colonies 
is more a matter of luck than of good management. Sporulating forms may be 
isolated by the use of heat, but the cocci are often exceedingly difficult to obtain 
in pure culture. 

For some years it has been the practice of clinicians to irrigate with dilute acetic 
acid such wounds as are contaminated or infected with Pseudomonas aeruginosa 
or related species in attempts to decrease the activity of these organisms. Levine 
and Fellers (1939,1940), studying the effect of acetic acid on microorganisms in¬ 
volved in the spoilage of food, demonstrated that the toxic effect of this substance 
is due in part at least, to the undissociated molecule and not entirely to the 
changes in the hydrogen-ion concentration. 

This laboratory has been engaged in the study of the bacterial flora of trauma¬ 
tic and surgical vounds and has found the isolation of gram-positive organisms 
from gram-iiegati\”e o^^ergrowths a frequent and discouraging problem. There¬ 
fore, an assay of the efficacy of acetic acid as an inhibitory agent for gram-nega¬ 
tive organisms was made. 

Technique, Meat tubes, consisting, on an average, of about 1 inch, of ground 
beef heart in 15 ml of beef heart infusion broth, are boiled in a water bath and 
cooled rapidly in running water. Glacial acetic acid is diluted to 10 per cent and 
1 per cent in stferile distilled water and added to the meat tubes as follows: 

Tube 1—0,1 ml of 1 per cent 
Tube 2—0.5 ml of 1 per cent 
Tube 3—0.1 ml of 10 per cent 
Tube 4—0.5 ml of 10 per cent 
Tube 5—1.0 ml of 10 per cent 

The tubes are shaken slightly to distribute the acid, which forms a heavy,, white 
precipitate in the broth. Each tube is then inoculated with O.I ml of an 18- to 
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24-hoiir meat tube culture of the specimen under stud}^ and incubated at 37 C, 
aerobically or anaerobically according to the preference of the organisms sought. 
The cultures are examined microscopically at 24-hour intervals, and, when good 
growth of the gram-positive or moderate to poor growth of the gram-negative 
organisms is observed, the material in that tube is streaked on horse blood agar 
plates (plus 5 to 6 'per cent of 95 per cent ethyl alcohol if the flora in¬ 
cludes Proiem). After overnight incubation aerobically and anaerobically at 
37 C, the plates are examined for colonies of the desired types. 

Restills. Table 1 gives the typical pH determinations in the series of meat 
tubes after the addition of acetic acid. The pH wms determined by the use of 
BDH universal indicator. 

The results obtained by the use of this method are typified by the following 
summarized protocols: 

Case 1, clmonic leg ulcer: Staphylococci and streptococci were seen micro¬ 
scopically in meat tube cultures but w'ere overgrown by P. aeruginosa when the 

TABLE 1 


Changes in the pH of meat tubes upon addition of acetic acid 


TUBE NO. 

pH BEFOSE 
ADDITION OF ACID 

AMOUNT OF ACID ADDED 

pH IMMEDIATE 

pH APTEE 18-hour 
INCUBATION 
UNINOCULATED 

1 

7.5 

ml 

0.1 of 1 per cent 

6.5 

6.5-7.0 

2 ! 

7.5 

0.5 of 1 per cent 

6.0 

6.5 

3 i 

7.5 

0.1 of 10 per cent 

5.0-5.5 

6.0 

4 1 

7.5 

0.5 of 10 per cent 

4.5 

5.0-5.5 

5 1 

7.5 

1.0 of 10 per cent 

4.0 

4.0-5.5 


tubes were plated out. Beta hemolytic streptococci, group C Lancefield, and 
coagulase-positive hemolytic Staphylococcus aureus were isolated from acetic acid 
tubes 3 and 4, thus accounting for all morphologic types seen with the micro¬ 
scope. 

Case 2, chronic draining sinus from perisplenic abscess: Staphylococci and 
streptococci were seen microscopically but were overgrown by P. aeruginosa and 
Escherichia coli on plates. Coagulase-positive S, aureus, coagulase-negative 
Staphybcoccus alhus, aerobic and anaerobic nonhemolytic streptococci, and Fuso- 
hacierium sp. w^ere isolated from tubes 3, 4, and 5. 

Case 3, chronic leg ulcer: Streptococci, seen in smears from meat tubes, were 
overgrown by Proteus, even on 5 per cent alcohol plates. Alpha hemolytic strep¬ 
tococci w^ere isolated on alcohol blood agar plates streaked from tube 5. 

Case 4, perineal abscess: The very heterogeneous flora was overgrown by the 
abundant E. coli present in the culture. Alpha hemolytic and nonhemolytic 
streptococci, Clostridium welchii, and Clostridium hifermentans were isolated from 
tubes 3, 4, and 5, the clostridia without the necessity of resorting to the applica¬ 
tion of heat. These organisms accounted for aE the morphologic types seen in 
microscopic preparations of the culture. 
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Case 5, cystitis in a debilitated patient: Streptococci and spore-bearing baciilij 
seen microscopically, were overgro\\m by E, coli and P. aeruginosa in the cultures. 
Nonbemolytic streptococci, Fiisohacterium sp., and C. welchii were isolated from 
tubes 1, 2, and 3, again "Without the necessity of heating to obtain the Clostridium. 

Case 6, persistent sinus from osteomyelitis of ribs: Streptococci and staph 3 do- 
cocci were overgrown P, aeruginosa, Coagulase-positive hemolytic S. aureus 
and beta hemolytic streptococci, group A Lancefield, ivere isolated from tube 3, 

Case 7, abscess of the upper arm: Staph^docoeci and streptococci w'ere over¬ 
grown by Proteus even on 5 per cent alcohol blood agar plates. Anaerobic non¬ 
hemolytic streptococci, coagulase-positive hemolytic S. aureus^ and coagulase- 
negative S. alhus were isolated when material from tube 3 was streaked on alcohol 
plates. 

As can be seen from the foregoing cases, a number of strains, interesting from a 
clinical point of vieW', can be recovered with the aid of this medium. Various 
species of Clostridia have been isolated from anaerobic Mood agar plates streaked 
directly from acetic acid medium. Some species of Clostridia also sponilate well 
in this medium and can be recovered with greater ease b}’ heating these cultures 
to 80 C for 20 minutes than b}^ similarly heating meat tube cultures to which acid 
had not been added. 

In approximately^ one-third of the specimens inoculated into this medium,' 
staphylococci, seen microscopically in the original tubes, were inhibited at the 
concentrations necessaiy to suppress the gram-negative bacilli and could not be 
recovered by this method. Other staphylococci and the great majority of the 
streptococci encountered w^ere eas% isolated. 

Several specimens were inoculated dii*ectly from the lesions into acetic acid 
meat tubes to ascertain whether primary culture in the acid-containing medium 
would further facilitate the isolation of the gram-positive organisms. No growdh 
occurred in any of the tubes containing the acid, however, and direct inoculation 
was abandoned in favor of 18-hour incubation in routine media before transfer 
to the acetic acid tubes. 

In order to be certain that grow'th in the acetic acid medium combination did 
not change any characteristic for w^hich the organism might be tested in this 
laboratoiy, strains isolated without resort to this technique were grown in the 
medium, recovered hj plating, and tested against the original strains as controls. 
In no case wns any change observed in (1) color, hemoly^sis, or coagulating power 
of the staphylococci, (2) type of hemolysis of the streptococci, or (3) Lancefield 
grouping or in mlro virulence test (Ward and Lyons, 1935) of beta hemolytic 
streptococci. 

It was found that tubes 1 and 2 (0.1 and 0.5 ml of 1 per cent acetic acid) con¬ 
tained concentrations usually too low to inhibit the gram-negative bacill, and 
that tubes 4 and 5 (0.5 and 1.0 ml of 10 per ceut) had concentrations usually too 
high to allow any bacterial growth. These tubes, therefore, are omitted unle^ 
demanded by the reactions of a particular culture. 

The technique (using 0.1 and 0.2 ml of 10 per cent acetic acid) is now routinely, 
employed in this laboratoiy w'henever this type of mixed culture is found and has 
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proved to be a simple^ inexpensive, and very valuable aid, especially in the isola¬ 
tion of the gram-positive cocci. 

A few experiments were done using HCl and H2SO4 in parallel with acetic acid, 
but these were entirely unsuccessful. 

SUMMARY AND CONCUUSIONS 

The addition of acetic acid to meat tubes has been found to be a valuable aid 
in the isolation of gram-positive bacteria from cultures overgrown by gram- 
negative bacilli of the coli-proteus-pyocyaneous group. The method, which is 
practical for routine laboratories, is described, and a number of typical cases are 
cited. 
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Many important diseases have been brought under control in recent years 
through rapid advances in the field of chemotherapy. A large number of agents 
antagonistic to pathogenic bacteria have been obtained from microorganisms. 
Some of these, penicillin for example, have been found to possess remarkable 
therapeutic properties. Others, such as streptomycin and streptothricin, 
(Waksman et uL, 1944; Jones et al., 1944) appear promising as agents for com¬ 
bating disease organisms. But despite the fact that progress has been made in 
the treatment of certain diseases, there are some caused by bacteria, molds, and 
other agents which have not responded to the chemotherapeutic substances now 
in use. For this reason a continued search for antibiotic agents of therapeutic 
value seems justified. 

Waksman and coworkers (1941) demonstrated that antagonistic actinomy- 
cetes are prevalent and widely distributed in nature; 106 of 244 actinomycetes 
isolated at random were found to be antagonistic to Bacillus suUilis. Seventy- 
seven of 164 actinomycetes were found to be active against Stuphylococcu-s aureus* 

Alexopoulos (1941) performed experiments to determine how widespread are 
Aciinomyces substances which are toxic to fungi. A total of 80 Actinomyces 
strains w^ere studied; 45 of these inhibited the growdh of the test fungus, 
Colleioirichim gheosporoideSj but 35 had no effect. A series of studies on 
antibiotic production b}'^ fungi has been reported by Wilkins and Harris (1942, 
1943a, 19436, 1944). Of the first 100 fungal species studied, 40 per cent of the 
Aspergillus species and 25 per cent of the Penicillimii species gave positive results 
against one of the test organisms, Escherichia colt, Staphylococcus aureus^ and 
Pseudomonas pyocyanea (P. aeruginosa). In an examination of another 100 
fungal cultures these authors found that penicillia and aspergilli were the most 
promising. Of 33 penicillia tested, 12 ’were active against E* coli, 31 against 
S, aureus j and 7 against P. pyocyanea. Of all the cultures examined by these 
authors, they found 50 per cent of the aspergilli and 50 per cent of the penicillia to 
be active; whereas 30 percent of the basidiomycetes and no phycomycetes or 
ascomycetes showed activity. Surveys of antibiotic production by molds were 
reported by Atkinson (1943a, 19435, 1943c) and Atkinson et al. (1944). , Of one 
group of 68 penicillia tested, 18 showed some activity against bacteria. In 
another survey 50 penicillia and 2 aspergilli were studied; 15 of the penicillia and 
aspergilli w-ere found to inhibit bacterial growth. 

In 1944 studies ivere begun in this laboratory on the isolation and testing of 
actinomycetes and molds for antibiotic produttion. The studies reported im 
this paper deal with screening'tests conducted on approximately molds and 
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actinomycetes that were isolated from soils collected at many points throughout 
this country. 


METHODS 


The methods employed in this survey were adapted from those of other investi¬ 
gators. For a description of methods used in searching for antibiotic substances, 
see the recent book by Waksman (1945). 

Isolation of cultures. Cultures of molds and actinomycetes were isolated from 
the soil and obtained in pure culture before tests were made for antibiotic activity. 
Soil samples were collected in Michigan, Texas, Florida, Oklahoma, California, 
Arizona, Louisiana, North Carolina, Mississippi, Georgia, Tennessee, New 
Mexico, and South Carolina, A total of 239 soil samples were studied; 1,007 
actinomycetes and 221 molds were isolated. Members of tbe Mucorales and 
rapidly gi'ovdng species of the Fungi Imperfect! were ignored. Isolations of 
molds were confined to aspergill!, penicillia, and a miscellaneous group of Fungi 
Imperfecti. In selecting colonies of actinomycetes for isolation an effort was 
made to isolate from each plate only those colonies differing in appearance. 

The agar media used for the isolations vrere as follows: (1) peptone yeast 
extract glucose agar at pH 7.0, (2) Czapek-Dox agar at pH 6.5 to 7.0, and (3) 
sodium caseinate glucose salts agar at pH 7.0. Media (1) and (2) were used for 
molds and (3) was used for actinomycetes. 

Sarenmg actinomycetes and molds for antibiotic activity. In screening cultures 
for antibiotic activity it is desirable to have methods that are rapid and sensitive. 
Mter investigations of some of the methods used for screening organisms for 
antibiotic production, it was decided to use both a primary and a secondary 
screening. The first screening was used (1) to determine what cultures were 
active, (2) to get information concerning the extent of the activity, and (3) to get 
information concerning the groups of organisms against which the cultures were 
active. The secondar}^ screening was used mainly to select cultures for further 
studies, and, since various media were used, infoimation was obtained concerning 
media reciuirements for antibiotic production. 

Primary screening. The streak plate method was used in the primary screen¬ 
ing. fcingie, large colonies of the actinomycetes and molds were grown on agar 
plates that contained 20 ml of agar. The media employed were as follows: 


1. Bifco beef extract. 4.0 g 

Difco peptone. ^-0 g 

NaCl... 2.5 g 

Glucose. 10.0 g 

Solubilized liver. 1.0 g 

Difco yeast extract...... 1.0 g 

Agar. 20.0 g 

Dist. H 20 . 1,000.0 g 

2. Dextrin. 10.0 g 

Difco tryptone. 5,0 g 

K^HPOi.. 2.0 g 

NaCl .................... 2.0 g 


FeS04-7H20 . O.OI g 

Agar. 20.0 g 

I>ist. H 2 O. 1 , 000.0 ml 

3. Brown sugar..... 10.0 g 

NaNO^. 3.0 g 

KH 2 PO 4 ... 1,0 g 

MgS04*7H20. 0.6 g 

FeS0r7H20..... 0.01 g 

KCL.... 0.6 g 

Difco yeast extract.. 2.0 g 

Agar... 20.0 g 

Dist. HaO.. 1,000.0 g 
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4. Corn steep. 

10.0 g 

5, Bifco peptone.......... 

1.0 g 

Lactose.. 

20.0 g 

Difeo yeast extract.... 

l.Og 

NaNOa. 

3.0 g 

Glucose.... 

10.0 g 

im2P04... 

. 0.50 g 

Agar..... 

20.0 g 

MgS04*7H20. 

0.25 g 

Dist. H2O. 

. 1,000.0 ml 

ZXSOi-THsO. 

0.02 g 



Agar. 

. 20.0 g 



Dist. H2O. 

. 1,000.0 ml 




All media were adjusted to pH 6.5 to 7.0 before autoclaving. Media 1 and 2 
were used for actmom 3 "c.etes. Media 3 and 4 were used for molds when screening 
them against bacteria, but media 4 and 5 were used when screening them against 
pathogenic fungi. 

In conducting the screening tests, colonies 20 to 25 mm in diameter were pre¬ 
pared growing the cultures on these media for 4 to 7 days at 23 C; however, 
with some molds it was necessaiy to make tests earlier on account of spreading 
gi’ow'th. After sufficient growth of the molds and actinomycetes had occurred, 
test organisms were streaked from the edge of the test colony to the edge of the 
agar plate. The plates were incubated and observations made for inhibition of 
growth. In the case of bacteria, five organisms, representative of various mor¬ 
phological and physiological types, were streaked on each plate from broth 
cultures. The following bacteria were used: Bacillus subtilis (laboratory strain), 
Staphylococcus aureus FDA 209, Escherichia coU ATCC 26, Proteus vulgaris ATCC 
8427, and Pseudomonas aeruginosa ATCC 9027. The plates were incubated atr 

37 C for 24 hours. 

The following pathogenic fungi wpre selected for these studies: Trichophyton 
gypseum ATCC 9533 (T. mentagrophyies), Candida albicans ATCC 2091, Spore- 
trichum schmhii ATCC 7968, Blastomyces dermaiiUdis ATCC 7967, Endoderm- 
ophyton tropicale ATCC 4568 (T. co7iceniricum), and Cryptococcus hominis ATCC 
1655 (C. neoformans). These fungi w^ere selected for study because they represent 
different morphological types, and they represent groups causing a m.de variety 
of Mections, both systemic and cutaneous. Both yeasts and Fungi Imperfecti 
are included in this group. In making streak tests against these organisms, 
spore suspensions were prepared from agar slants and streaks were made on the 
test plates, which w^ere incubated at 30 C for 40 hours, then read to determine 
whether inhibition of growdh had occurred. 

Secondary screening. Of the promising cultures from the primary screening 

38 molds and 107 actinomycetes were, tested against bacteria, whereas 35 molds 
and 58 actinomycetes w^ere tested against a fungus. 

Cultures were grown at 23 C in duplicate 500-ml Erlemneyer shaker flasks 
containing 75 ml of medium, and the resulting fluids were tested for antibiotic 
activity by tube dilution methods. Samples were taken from the culture flasks, 
with sterile 6-io.m glass tubes fitted with cotton filters to remove mycelium. ' In 
the case of actinomycetes tests were made after^ 3, 5, and 7 days, of growth, md 
the molds were tested after 4 and 6 days of growth. A variety of' culture media 
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were used in ordei* to increase the possibilities of finding promising antibiotic 
producers and as an aid in determining whether an antibiotic was a new one. 
Molds were grown on the follondng media: 


1. Corn steep. 30.0 g 

Lactose. 20.0 g 

Tap water. 1,000.0 ml 

pH—4.2 to 4.5 

2. Com steep. 30.0 g 

Glucose. 20.0 g 

Tap water. 1,000.0 ml 

pH—4.2 to 4.5 

3. XaNOs. 3.0 g 

KdiP04. 1.0 g 


MgS04-7H20. 0.5 g 

FeS04-7H20. 0.01 g 

Brown sugar. 20.0 g 

Tap water. 1,000.0 ml 

pH 6.2 to 6.6 

4. Bifco peptone. 10.0 g 

Bifco yeast extract. 1.0 g 

Glucose. 10.0 g 

NaCl. 2.0 g 

Tap water. 1,000.0 ml 

pH 6.5 to 7.0 


The following media, all of which were adjusted to pH 6.9 to 7.1, were used 
for actinomycetes: 


Difco tryptone. 

5.0 g 

4. Same as medium 2 except lac- 

K 2 HPO 4 . 

2.0 g 

tose replaced glucose. 

XaCi... .. 

2.0 g 



FeS04-7H20. 

0.01 g 



Glucose. 

10.0 g 



Bist. H 2 O. 

. 1 , 000.0 ml 

5. Corn steep. 

20.0 g 



Glucose. 

10.0 g 

Bifco peptone. 

4.0 g 

Bist. H 2 O. 

1,000.0 ml 

Bifco beef extract. 

4.0 g 



Wilson liver fraction L. .. 

1.0 g 



Bifco yeast extract. 

1*0 g 

6 . Smaco casein hy- 


Glucose. 

10.0 g 

drolyzate. 

3.0 g 

Bist. H 2 O. 

. 1,000.0 ml 

Glucose. 

10.0 g 



Bist. H 2 O. 

1 , 000.0 ml 


3. Same as medium 2 except starch replaced 
glucose. 


The culture fluids were tested for antibiotic acti\dty against the bacteria, 
Escherichia coli and Staphylococcus alhus, and against the fungus, Crypiococcus 
hominis. In conducting the tests against the bacteria, dilutions of the culture 
fluids were made in the foUotving medium: peptone (7.6 g), yeast extract (2.5 g.), 
distilled water (1,CX)0.0 ml), pH 7.25. On the first day of testing the following 
dilutions of the culture fluids were made: 1:10,1:30,1:100,1:30O, and 1:1,000. 
Tubes, containing 10 ml of medium each, were inoculated uith 0.1 ml of a 24-hour 
broth culture of the test organism; they were incubated for 16 to 18 hours at 37 C 
and read to determine the highest dilution of the culture fluids that prevented 
growth. If the 1:1,000 dilution of a culture fluid completely inhibited growth of 
a test organism on the first day of assay, higher dilutions were run on 'the next 
day; these dilutions were generally as follow’’s: 1:300,1:1,000, 1:3,000, 1:10,000, 
and 1:30,000. 

Tests against C, hmiinis were made in a medium of the following composition: 
(NHilsSOi (1.0 g), glucose (20.0 g), yeast extract (5.0 g), and distiUed water 
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(1,0(X).0 ml). The pH was adjusted to 7.5. The same S 3 "steni of dilutions was 
used for these tests as for those against the bacteria. The inoculum was prepared 
ha flasks shaken for 24 hoiii's at 23 C. Each tube containing 10 ml of medium 
was inoculated Viith 0.1 ml of culture. Tubes were incubated for 24 
hours at 30 C. 


RESULTS AND BISCUSSION 

Primary screening. A total of 734 actinomjmetes and 210 molds were tested 
against the five bacteria in the primary- screening: 382 actiiiomycetes and 117 
molds showed some inhibitoiy actmt}” against at least one of the test organisms. 
A total of 764 a.ctinom^metes and 315 molds were tested against the six pathogenic 
fungi; 350 actmom\’cetes and 178 molds inhibited at least one test organism. 
From these figures it is seen that 53 per cent of the cultures were active against 
at least one test bacterium, and 49 per cent were active against at least one test 
fungus. 


TABLE 1 

Scores made hj aciinomycetes and fungi in primary screening 


BACTEXiA AS TEST ORGANISMS > FUNGAI. PATHOGENS AS TEST ORGANISMS 


Score J 

Per cent acti- j 
nomycetes ; 

Per cent fungi 

Score 

Per cent acti¬ 
nomycetes 

1 Per cent fungi 

i 

0 ' 

! 

47.5 > 

46.0 

0 

53.7 

i 42.5 

1 to 3 i 

27.7 j 

15.7 

Ito 3 

16.1 

1 20.7 

4 to 6 i 

13.3 1 

28.6 

4 to 6 

11.9 

' 13.0 

7 to 9 1 

4.9 i 

3.8 

1 7 to 9 

; 10.5 

; 13,3 

10 to 12 1 

4.0 ! 

5,7 ! 

1 10 to 12 

5.0 

1 7.0 

13 to 16 1 

2.6 ! 

0.0 

13 to 15 ; 

1.6 

s 2.9 

i 

i 

i 

i 


16 to 18 

i 0.7 

1 

j 0.6 


The results of the primar}^ screening are presented in an abbreviated form in 
table 1. A scoring system was used to compile the data shorvm in this table. 
Each mold or actinomycete was scored on the basis of the medium on which it 
performed best. A culture -was given 3 points for each test organism that it 
completely inhibited, 2 points for strong inhibition, and 1 for slight inhibition. 
Since there were 5 test bacteria, a mold or actinomycete would make a score, of 
15 if it completely inhibited the growth of all 5; but a score of 18 was possible 
against the fungi, as 6 of these were used. In the table are found the percentages 
of molds and aciinomycetes that made particular scores against the test organ¬ 
isms. This table senses to illustrate the order of activity against the two groups 
of organisms, bacteria and pathogenic fungi. 

Figures 1 and 2 show the relative sensitivities of the test organisms to' the 
molds and aciinomycetes, and they^ also give the orders of activity exhibited 
by the molds and actinomycetes against the bacteria and pathogenic fungi. It 
is noted that B. svhtUis was the most sendtave bacterium to the action of,both 
actinomycetes and molds; it was inhibited by more than' 50 per cent rf'the' cul- 
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B. subfilis S. ouraus P. vutgoris E . coli P. odruj^inoso 


BACTERIA AS TEST ORGANISMS 

Fig. The Degree of Antibiotic Activity of All Fungal and Actinomycete 
Isolations Against Each op Five Test Bacteria 



FUNGAL PATHOGENS AS TEST ORGANISMS 

2. The Degree of Antibiotic Activity of All Fungal and Actinomycete 
Isolations Against Each op Six Test Fungi 


tures. S. aureus was only slightly less sensitive than B, suhiilis, P, aeruginosa 

was the most resistant of the test bacteria, being inhibited by 10.9 per cent of the 
actinomycetes and 5.3 per cent of the molds. Approximately 14 per cent of the 
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actinomycetes inhibited the gro^iih of P. vtdgaris and E, coU, whereas 18 percent 
of the molds inhibited these cultures. 

C. hominis^ inhibited by 41.0 per cent of the cultures, was the most sensitive 
organism among the pathogenic fungi; it was more sensitive to actinomycetes 
than to molds. B. dermatitidis was the most sensitive of the pathogenic fungi 
to molds, but it was more resistant to actinomycetes than ivas C. hmninis. 
T, gypseum w^as the most resistant fungus to the action of the actinomycetes; 
it wms inhibited by 11 per cent of these cultures, S, schenMi, inhibited by 10 per 
cent of the molds, wms the most resistant fungus to this group of organisms. 


TABLE 2 

Distribution of antihioiic activity of actinomycetes and molds according to genus 



TESTED AGAINST 
BACTESIA 

TESTED AGAINST 
EUNGAL PATHOGENS 

TESTED AGAINST BOTH BACTERIA AN3> 

Fungi: npmbes active against 

GENtrS 

Num¬ 

ber 

active 

Num¬ 

ber 

inac¬ 

tive 

Num¬ 

ber 

tested 

Num¬ 

ber 

active 

Num¬ 

ber 

inac¬ 

tive 

Num¬ 

ber 

tested 

Bac¬ 

teria 

only 

Molds 

only 

Both 

Nei¬ 

ther 

Num- 

tested 

Streptomyces . ... 

3S9 

370 

7C9 

353 

3S9 

752 

149 

109 

233 

237 

728 


1 

2 

3 

0 

6 

6 

N ocardia .. 




8 

8 
















Total for actmomycetee. 

^^1 

372 

772 

353 

413 

766 

149 

109 

233 

237 

728 


Aspergillus . 

28 

24 

52 

43 

23 

86 

5 

11 

22 

13 

52 

Penicillium . ... 

89 

51 

■IH 

124 

49 

173 

21 

34 

67 

15 

137 

Other genera of hyphomycetes... 

11 

47 

58 

13 

68 

81 

6 

5 ! 

3 

43 

57 

Total for fungi. 

128 

122 1 

250 

180 

140 

320 

33 

50 

92 1 

71 

246 


Total for actinomycetes and 
fungi... 

528 

494 

1,022 

533 

! 

553 i 

1.086 

182 

15§ 

325 

308 

974 




Table 2 ^ves the distribution of antibiotic actmty of the actinomycetes and 
fungi according to genus. Most of the actinomycetes belong to the genus Strep- 
tomyces. It was found that 52 per cent of the Streptomyces strains were active 
against at least one test bacterium. Three Micromanospora strains were tested; 
one of these showed activity. Forty-seven per cent of the Streptomyces strains 
were active against the fungi. Six Micromonospora and 8 Nocardia strains were 
tested against the fungi, but none inhibited their growrth. One may also observe 
in table 2 that 32 per cent of the Streptomyces strains that were tested against 
both bacteria and fungi w’ere active against both groups, but 33 per cent were 
not active against either group. 

Slightly over 50 per cent of the aspergilli inhibited growth of the test bacteria, 
and 65 per cent wwe active against the fungi. Sixty-four per cent of the peni- 
cillia were active against the bacteria, and 70 per cent were active against the 
fungi. Forty-two per cent of the aspergilli that were tested against botii bac¬ 
teria and fungi inhibited the growth of both groups, but 25 ,per cent ware not 
active against either group. Sixty-seven per cent of the penicillia wrare ^^tive 
against both bacteria and fungi, but 11 per cent were not,active against'eifeer 
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group. This activity agaiast both bacteria and fungi may be attributed to the 
production of a single antibiotic, active against both bacteria and fungi; or it may 
be due to the production of more than one antibiotic. Also, when evaluating 
the significance of the percentage of active cultures, it must be borne in mind 
that one active species ma}' have been isolated many times. 

Semndavy screeiimg. Since many antibiotic-producing cultures were found by 
the primary screening, some of the promising cultures from the primary screening 
were studied by the secondary screening method. A total of 107 actinomycetes 
and 37 molds were tested against bacteria by the secondary screening method. 
Fifty-eight actinomycetes and 35 molds were tested against the fungus, C, 
hominis. The results of these studies are presented in table 3; the numbers of 
cultures that inhibited the test organisms at particular dilution ranges are given. 
These dilutions represent the highest ones at which complete inhibition of 

TABLE 3 


Potencies* of culture fluids produced hy molds and actinomycetes 


dJlTUSES TESTED 

1 

TEST ORGANISM 

\ 

! DILUTIONS 

1 

No inhibi¬ 
tion 

1:10 to 
1:100 

1:100 to 

1:1,000 

1:1,000 to 
1:10,000 

>10,000 

107 Actinomycetes 

E. coli 

27 

20 

24 

29 

7 


S. albus j 

6 j 

18 

24 

43 

16 

37 Molds 

E. coli 

27 

10 

0 

0 

0 


S. albus 

i 

24 

12 

1 

1 

0 

0 

5S Actinomycetes 

i 

C. hominis 

1 

9 

14 

24 

10 

35 Molds 

€. hominis 

2 

11 

9 

8 

' 5 


* Tlie figures represent the numbers of cultures that produced culture fluids inhibiting 
the test organism in the particular dilution ranges shown. These figures represent the 
maximum potencies of the cultures. 


growiih occurred on any of the days the culture fluids were tested. Since too 
much space would have been required to present these data in detail, there is no 
indication of the relative merits of the different culture media. Suffice it to say 
that no medium proved generally superior to the others for antibiotic production. 
However, for any particular actinomycete or mold there were usually great 
differences in the antibiotic potencies produced in the different culture media. 

It is observed that 80 of the 107 actinomycetes produced culture fluids that 
mhibited the growth of E, coli, and 101 produced fluids that inhibited S. albm. 
It is worthy of note that 29 actinomycetes produced culture fluids that prevented 
the growth of E,, coli in dilutions of 1:1,000 to 1:10,000, whereas the maximum 
dilution for complete suppression of growth for culture fluids of 7 actinomycetes 
wm greater than 1:10,0(K). The results against S, albm are even more striking, 
for 43 of the^ 107 actinomycetes yielded culture fluids that completely inhibited 
,,,growth of tMs organfem in'dilutions of 1:1,000 to 1:10,000, and 16 cultures 
produced fluids that prevented growth in dilutions above 1:10,000. 
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The results obtained with, molds were not so encouraging as those obtained 
with actinomycetes. Only 10 of 37 molds produced culture fluids that inhibited 
the growth of E. col% whereas 13 produced fluids that inhibited S. albus. No 
mold culture fluid inhibited E. coli in a dilution greater than 1:100 and S. albus 
in a dilution greater than 1:1,000. It is entirely possible, however, that further 
work on the molds will lead to the development of conditions more suitable for 
antibiotic production. 

AH except 1 of 58 actinom^^cetes produced culture fluids that prevented gro-wth 
of the fungus, C, hominis, and all but 2 of 35 molds produced culture filtrates 
that suppressed growth of this organism. It is noted that culture fluids from 
‘24 of 58 actinomycetes prevented growdh in dilutions of 1:1,(X30 to 1:10,000, 
and 10 cultures ^fielded fluids that prevented growth in dilutions above 1:10,000. 
Eight of 35 molds gave culture fluids that prevented growth in dilutions of 
1:1,000 to 1:10,000, and 5 gave fluids that prevented growth in dilutions greater 
than 1:10,000. 

Since many molds and actinomycetes were found to produce antibiotic sub¬ 
stances, there are a number of cultures available for further studies. The more 
promising cultures are being investigated to determine whether the antibiotic 
substances produced by them are of any therapeutic value. Studies are being 
conducted on the microbiology, chemistry, and pharmacology of the antibiotic 
substances. 


SUMMARY 

Molds and actinom^’-cetes were isolated from the soil and studied for antibiotic 
actmty. Approximately 1,000 cultures were tested. 

The cultures were tested against a group of bacteria and a group of pathogenic 
fungi by the streak plate method. Approximately 50 per cent of the cultures 
were found to produce inhibitory substances. 

A number of cultures that performed w-ell in the primary screening (agar streak) 
were studied further in shaker flasks. Thirty-seven molds and 107 actinomycetes 
were grown in this way, and their resulting culture fluids were tested against 
Escherichia coli and Staphylococcus albus; 58 actinomycetes and 35 molds were 
tested against Cryptococcus horrdnis. Ten molds and 80 actinomycetes pro¬ 
duced culture fluids that inhibited the growth of E, coli, whereas 101 actinomy- 
cetes and 13 molds produced culture fluids that inhibited the growth of S. albus, 
All but 1 of 58 actinomycetes produced culture liquors that prevented the gro^wth 
of (7. hominis, and all but 2 of 35 molds yielded fluids that prevented growrth of 
this organism. 
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One of the chief difficulties that we have encountered in working vith the 
Salmonella group of organisms has been in obtaining smooth antigens 
from stock strains for the preparation of antisera, and also from cultures which 
have been submitted for identification. These were sufficiently numerous to 
warrant an investigation into the problem. 

It was noted b^^ Arkwright (1921) that bacterial cultures, particularly members 
of the enteric group, were subject to changes in colony morphology; that the 
variants of this group were characterized by the appearance of irregular rough 
colonies on solid media; and that, when grovm in broth, the growth was granular 
and had a tendency to settle to the bottom of the tube. In many cases spon- 
tmeons agglutination occurred in the presence of 0.85 per cent sodium chloride. 
This S to R variation takes place frequently under the ordinary laboratory 
methods of cultivation, either by successive transfers in liquid media or after 
repeated subculture on solid media over a period of ^’'ears. Serial transfer of 
rough cultures through a motility tube does not noticeably reduce the roughness 
of the culture. 

The appearance of colonies on solid medium, however, is not always a reliable 
indication of antigenic composition, as was pointed out by Edwards and Bruner 
(1942), since ^^0^^ antigens of cultures that give a granular growth in broth are 
sometimes still recognizable, wffiereas cultures that produce colonies on solid 
media that are smooth in appearance may yet elaborate antigens which are so 
changed that they cannot be identified. 

It seemed desirable to study first the effect on the ^^0^’ antigen of growing 
the culture on media of varying hydrogen-ion concentrations. To this end 
separate amounts of veal agar w:ere prepared, and the pH of each was adjusted 
to form a series from 7.0 to 9.0. After sterilization the pH readings were 6.5 to 
8.5, 

Three Salmonella cultures were selected—a rough strain, a smooth strain, and 
one which w^as partially rough. These were each planted on a series of veal agar 
slants. After 18 hours’ incubation at 37 C, individual ‘^0” antigens were 
prepared from each of the cultures, using the method recommended by White 
(1927) for the preparation of ^'0” antigens from cultures that are slightly rough. 
In this method the growth from one agar slant is suspended in 1.0 ml of absolute 
alcohol and heated at 60 C for 1 hour. The organisms are then sedimented by 
centrifugation,, the.alcohol decanted,,'and The bacilli resuspended, in,'0*5 
normal saline. These antigens were tested for specific, "smooth 'a^utinar 
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tion by the spot-agglutination technique recommended by Edwards and Bruner 
(1942). 

It was found that the pH of the medium only affected slightly the roughness 
of the antigens, but that when rough cultures were grown on a medium with a 
final pH of 7.5, while the antigen still showed nonspecific granulation, they 
agglutinated slightly in the smooth homologous antiserum. It was also noted 
that the smooth ^^0” antigen agglutinated more satisfactorily in its homologous 
antiserum when the cultures were grown on veal agar slants "with a final pH of 7.5. 

From the detailed studies of White (1929) it appears that there is good reason 
for believing that the surface of the bacterial cell contains a polysaccharide 
component which is shared by certain types. In the rough variant this normal 
smooth polysaccharide antigen is lost, and other nonspecific antigenic com¬ 
ponents are exposed. These also include a polysaccharide, which differs from 
the one wMch characterizes the normal smooth antigen, and, in addition, two 
other components that are apparently protein in nature. By further variation 
this second polysaccharide antigen also may be lost, and the antigen be dom¬ 
inated by the two protein antigens, which White has named pi and p 2 . 

It was suggested by one of us (L. B.) that the addition of starch to the culture 
medium might have the effect of reversing the S to R variation, and also of 
preserving cultures in the smooth state. 

Three Salmonella cultures {S, londoUj S. ilUnois^ and S. paratyphi A) which 
showed varying degrees of roughness were each grown on veal agar to which had 
been added 1, 2, or 5 per cent soluble starch. “O’’ antigens were prepared by 
the method of White (1927), and tests were made by the spot-agglutination 
technique against antisera for the smooth “0” antigens of heterologous and 
homologous strains. The results of these tests are shown in table 1. 

Almost all the cultures showed some improvement after one subculture on 
1 per cent or 2 per cent starch. If the antigen from the first subculture still 
showed nonspecific granulation, or failed to agglutinate in antiserum for the 
smooth “0” antigen of the homologous strain, a further subcultm ‘0 on stareli 
was made. On repeated subculture, 2 per cent starch gave better results than 
did 1 per cent starch. Wlien 5 per cent starch was used, the growth on the slant 
was considerably reduced in amount and was mucoid in appearance. 

The media used in all susequent tests was veal agar with 2 per cent soluble 
starch. The method of preparation is as follows: 

Veal infusion agar 


Veal infusion broth. 1,000 ml 

INTeopeptone (Bifeo)..... 10 g 

Sodium chloride..... 6 g 

Agar (Difeo). ...... 22.5 g 


Boil 30 minutes in a double boiler, stirring frequently. Adjust the pH to 8.2. 
Filter through cotton and cheesecloth. Sterilize in the autoclave for 20 minutes 
at 15 pounds of pressure. Blow a bulb on a 6-inch tube inside a 300-inl flask. 
Place 100 ml of distilled water in the flask, and 20 grams of soluble starch (Lint- 
ner) in the bulb. Sterilize in the autoclave for 20 minutes at 16 pounds of pres- 
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sure. Cool veal infusion agar and starch to 40 C. Break the bulb and disperse 
the starch in the distilled water. Add the starch solution to the veal infusion 
agar. Mix thoroughly. Dispense in 5-mch and 7-iiich tubes, and slope. 

Stock cultures which had become rough were given serial subculture on this 
medium. ^^0’^ antigens \vere prepared after each transfer and tested against 


TABLE 1 

The effect of varying amounts of starch in veal agar in the preparatio7i of sornaiic antigens 



riKST StTBCULTtTRE 

rXJRTHER SUBCULTURE 



Smooth “C 

antisera 


S. ^ninnesota 

Heterologous 

XXI, 

Heterologous 

XXI, 


antisera 

XXVI 

antisera 

XXVI 

Veal mfusion agar. 

g 

4- 



Veal infusion agar 1% starch.. 

- 




Veal infusion agar 2% starch.. 

— 




Veal infusion agar 5% starch.. 

growth unsatisfactory 

S. illinois ! 

Heterologous 

XXXIV 

Heterologous 

1 XXXIV 

i 

antisera 


antisera 


Veal infusion agar. 

g 

gd""b 

g 

g-b+d-® 

Veal infusion agar 1% starch.. 

g 

gd-"h 

sg 

sgd-d-f® 

Veal infusion agar 2% starch.. 

sg 

8g+-4-l-+ 

— 1 

•f+d-f^ 

Veal infusion agar 5% starch.. 

growth unsatisfactory 

jS. newington 

Heterologous 

III, XV 

Heterologous 

III, XV 


antisera 


antisera 


Veal infusion agar. 

G 

G 

G 

G^ 

Veal infusion agar 1% starch,. 

G 

G 

g+ 

gd"4 — 

Veal infusion agar 2% starch.. 

G 

G 

— 

d‘d“d*d’^ 

Veal infusion agar 5% starch.. 

growth unsatisfactory 


G = heavy nonspecific granulation; g = slight nonspecific granulation; sg = very slight 
nonspecific granulation; — = smooth, no granulation, no agglutination; +, -f-f-, -h+d-, 
++++ «= amount of specific agglutination; numerals indicate the number of further 
subcultures. 

antisera specific for smooth “0” antigens, including antiserum for the homol¬ 
ogous smooth strain. The results of these tests are shown in table 2, 

It will be noted that some cultures responded more readily than others, but in 
almost every case the nonspecific granulation was reduced, and some agglu¬ 
tination was visible with antiserum for the smooth homologous strain after one 
subculture on starch medium. All cultures produced snaooth “0” antigen after 
serial transfer on this medium. The number of subcultures required varied 
with the degree of roughness in the original culture. Starch medium was also 
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used for cultures received for identification that were showing S to E variation. 
With two exceptions these responded much more readily than had the Kstock 
strains. The majority produced a smooth ^'0'^ antigen after one. subculture. 
Five cultures required further transfer/but all produced smooth antig;eii 
after serial subculture. 

Ill some cases, particularly in that of -cultures requiring a nuniliei* of stib- 
cultures before they produced a completely smooth ‘T)’’ antigen, there was a 
tendency for the cultures to revert to the rough form Avhen stored in the cold 
room. This was especially noticeable in a strain of S. paratyphi A. When 

TABLE 2 


Effect of 2 'per cent starch in veal agar in the preparation of smooth antigens fnym slock 

c^dtures ivhich had become rough 



“O” ANTIGEN 
FROM VE.\L AGAR 

*‘0” ANTIGEN 
EROM 2% STARCH 
1 st subculture 

“o” ANTIGEN 
mOU 2% STARCH 
2 nb subculture 

“ 0 " ANTIGEN FROM. 
2Vj Sl'ARCH FURTHER 
SUBCULTURES 





Smooth ' 

‘0" antisera 




Heterol- 

Homolo- 

Heterol- 

1 lomolo- 

Heterol- 

Homolo- 

Heterol- 

Homolo- 


ogous 

go us 

ogous 

gous 

ogous 

go US 

ogous 

gt,>U.S 

S. ihompson . 

G 

G 

o 

G 





8, potsdam . 

8, cholerae’Siiis . 

G ; 
G 

(} 

G 

g 

g 

g 

— 

*■[* 

4 . 4 . 4 . 



8. ondersiepoort . 

G 

G 

G 

G-h"h 

g 



■+•++“ 

poona . 

8. 7riimmota . 

G 

g 

G 

g-l- 

G 

G 

+” + 

g 

g++ j 



8, illinois . 

g 

g-h-h 


"{" + 

Bg 

Bg+d . i“ 


*-|*l'*l S 

8. newinglon . 

8. aherdmi . 

G 

G 

g 

g 

g‘+“b+ 
-f + + 

Sg 

8 jr.f 4 . 4 . 


m|... 4. »^..4 

8. carra^i ... 

8. luadelia . 

G 

a 

G 

G 

g 

«g-h 

g+ 

- 

4 . 4 - 4 . 

AH . 1 . b 

1 



G == heavy nonspecific granulatitm; g « slight noaspeciho grnnulati<ur, Hg « very slighti 
nonspecific granulation; - =« smooth, no granulation, no agglutiimtion; -b, -p-f 4.^ 
++++ ~ amount of specific agglutination; numerals indicate the number of furtiier 
subcultures. 

first taken from stock, it was rough, showir^ very irregular colonies (tn solid nre- 
dium and a granular growth in broth. It showed no sign of specific agglutination 
in antiserum for the smooth “0” antigen of S. paratyphi A. It was suhcultured 
three times on veal agar with a pH of 7.0. The culture showed slight improve¬ 
ment, and agglutination of its somatic antigen was just visible in smooth “O” 
antiserum for S. paratyphi A. It was then subcultured serially on starch agar. 
The cultures became smooth, showed no nonspecific granulation, and agglu¬ 
tinated well in “0” antiserum for the smooth strain. This culture, now smooth, 
was sealed and stored in the cold room. It was tested at 4-week intervals. 
At the end of 8 weeks it was again rough. 

Similar tests were conducted using dextrin or glycogen in place of starch. The 
results obtained with glycogen werej^ually good as those obtained with starch, 
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but dextrin was not so satisfactory. Fermentation tests showed that dextrin 
was fermented by some Salmonella strains in 24 hours, and that starch gave a 
slight acid reaction after 3 to 4 days. Glycogen showed no fermentation. 

Since it was noted by White (1929) that the difference in the behavior of 
smooth and rough cultures toward Millon’s reagent was pronounced, a culture of 
S. paratyphi A, which had become smooth after subculturing on starch agar, was 
tested with this reagent in comparison vith two rough strains and a normal 
smooth strain of S. paratyphi B. The smooth strain of S. paratyphi A from 
starch agar and the normal smooth strain of 8. paratyphi B were negative to 
MiSlon’s reagent, but the rough strain gave a definite positive reaction. 

SUMMARY 

WTien the pH of veal infusion agar did not fall below 7.5 to 7.6 after steriliza¬ 
tion, “0” antigens which were groTO on this medium agglutinated more heavily 
in their homologous antiserum. Nonspecific granulation of rough strains was 
slightly reduced, and agglutination was just visible with smooth homologous 
antiserum. 

Rough cultures which were grown on veal infusion agar, to which had been 
added 2 per cent starch, became smooth after one or more serial subcultui’es. 
From these it was possible to prepare smooth “0” antigens which agglutinated 
well in their homologous antisera and did not show’ any nonspecific granulation. 

These cultures did not always retain the smooth form when stored in the cold 
room. 

Smooth cultures, whether from starch subcultures or normal smooth strains, 
all gave a negative reaction to Millon’s reagent, whereas rough cultures were 
positive. 
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A METHOD FOR THE ASEPTIC HANDLING OF HIGHLY 
VISCOUS MATERIALS 

SIDNEY J. BAUM 

Pabst Brewing Company, Peoria, Illinois 
Eeceived for publication June 21, 1946 

The bacteriological examination of heavy syrups is greatly facilitated by the 
utilization of a sampling device and a diluent (distilled water), each of which is 
separately sterilized in individual containers. 

It was desired to make bacteriological examinations of malt syrup preparations. 
The samples, as received from the production tanks, were highly viscous and 



ABC 


Fig. 1. Aseptic Handling op Highly Viscous Matesials 

contained between 60 and 80 per cent solids. Difficulty had been encountered 
in transferring weighed samples of this material to sterile dilution bottles for 
agar plating without air contamination. The viscosity of the material precluded 
pouring the material directly or pipetting. 

The following method of handling has proved practicable and convenient. 
Water dilution bottles containing 99 ml distilled water (figure lA) are sterilized 
in the autoclave (15 pounds’ pressure, 20 minutes). A rubber stopper (no. 2) is 
fitted with a glass rod of approximately 4-inch length. The diameter of the 
glass rod is such as to make an air-tight seal between the rod and the stopper, 
(The particular diameter of the rod may be varied according to the individual 
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desire and need.) The unit (consisting of rubber stopper and glass rod) is ster¬ 
ilized in a large test tube with a cotton plug (figure IB). Before use, the rubber 
stopper and glass rod are inserted into a sterile dilution bottle, aseptic precau¬ 
tions being observed. This assembly, dilution bottle plus rubber stopi)cr and 
glass rod, is then weighed. A sample of the syrup is then taken by inserting the 
glass rod (the rubber stopper serving as a handle) into the syrup and twirling 
the glass rod. The syrup adhering to the rod is transferred to the dilution bottle. 
With but little practice, an adeptness is developed which permits rapid procure¬ 
ment of the sample on the end of the rod. The bottle plus stopper, glass rod, 
and syrup (figure 1C) are reweighed, and the sample weight is calculated by 
difference. Computation of the dilution factor is made directly. A homo¬ 
geneous mixture is obtained by shaking, and all subsequent handling is per¬ 
formed in a routine manner. 

In this laboratory, a triple beam balance has proved to be adequate for most 
purposes, and, with practice, samples may be routinely obtained having a 
weight ± 10 per cent from a desired average. 
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The earlier litera,ti-ire on lysozyme sensitivit/V of bacteria has been extensively 
reviewed by Thompson (1940). This paper includes a more complete description 
of the widely used test organism, Micrococcus lysodeikiicus (Fleming), and further 
studies on factors influencing bacterial lysis by lysozyme with particular reference 
to the immunological behavior of the lysozyme substrate. 

DESCRIPTION OP THE ORGANISM 

Observations were made on cultures obtained from three different sources: 
one (C) maintained for many years in this laboratory, another (4698) received 
from the American Type Culture Collection, and a third (F) received recently 
from Dr. Fleming. To our knowiedge all derive from the original organism 
isolated by Fleming (1922). For purposes of convenience each will be desig¬ 
nated as a separate ‘‘strain,” All three, with a few minor variations, exhibited 
the same cultural characteristics and could not be distinguished on the basis 
of the usual laboratory tests. Immunologically, however, there was a significant 
difference between the C and 4698 strains on the one hand, and the F on the other. 

The organism, a gram-positive micrococcus, grows well on ordinary media 
within a range of pH 7.0 to 7.6 and at an optimum temperature of 37 C. The 
colonies in undifferentiated cultures are characteristically yellow, convex, opaque, 
smooth, and glistening. The F strain wdien received produced a definitely lighter 
pigment than the other two, and this difference is still apparent after repeated 
transfer. In broth all cultures usually remain clear, with a sediment which be¬ 
comes mere and more viscid on aging. Better growth is obtained in shallow 
layers or with aeration. In agar shakes growdh occurs on or very near the sur¬ 
face. Reactions in the usual biochemical tests are general^ negative. Gelatin 
is not liquefied. Nitrates are not reduced. Litmus milk becomes slightly 
alkaline with no other changes. Glucose, lactose, maltose, saccharose, mannitol, 
and salicin are not fermented. Indole and US are not produced. Starch is 
not hydrolyzed. 

The 4698 strain was used in experiments to develop a synthetic medium which 
would support the growth of M. lysodeikiicus. A basal medium containing vita¬ 
min-free acid hydrolyzate of casein (General Biochemicals), 0.5 per cent; cystine, 
0,01 per cent; tryptophane, 0.01 per cent; salts A and B (according to Snell and 
Wright, 1941); and adenine, 5 ppm, resulted in visible but poor growth. None 
of the following substances when added to the basal medium proved to have a 
stimulatory effect: thiamine, niacin, pyridoxine, pantothenic acid, riboflavin, 

^ This work was supported iix part by a grant from the Josiah Macy., Jr., Foundation. 
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paro-aminobenzoic acid, biotin,^* choline, uracil, pimolic acid, or strepogerdn 
concentrate.® The addition of Laciobacillus casei factor,^ 2.5 ppm, however, 
definitely enhanced growth, and the further addition of 0.5 per cent glucose 
before autoclaving gave somewhat better results. A typical experiment is 
showm in table 1. At least 11 serial transfers were pos.siblc in this medium. In 
preparation, the pH of the basal medium was adjusted to 7.4 to 7.0, tluj accessory 
substances added, and 5.0-ml amounts were dispensed in 25-ml l^lrlenmeyer 
flashs and autoclaved for 15 minutes at 15 pound.s. The pH after sterilization 
was 7.2 to 7.4. The inoculum was 1 drop (0.05 ml by pipette) of a faintly turbid 
saline suspension of a thrice-washed 18- to 24-hour broth-grown culture. The 
flasks were incubated for 4 days at 37 C, and the amount of growth was deter¬ 
mined turbidimetrically "with a spectrophotometer. At the end of th<', incubation 


T.4BLB 1 


Growth of Micrococctis lysodeiktictis (4^98) in a syntheMc m.ediurn 



average of duplicate 

READINGS AFTER 4 DAYS' INCH. 
BATION AT 37 C 


76 

Basal plus glucose. 

75 

Basal plus L. casei factor.. 

57 

Basal plus L. casei factor plus glucose. 

i 47 

Blank... 

1 100 



The percentage transmission was read in a Coleman universal spec tropho tome ter using 
the uninoculated medium as a standard transparency of 100. A wave length of 680 milli¬ 
microns was used. 


period the pH of the medium was virtxially unchanged in the prcBcnce of the 
growing organisms. Since the medium was slightly turbid to begin with, 0.5 ml 
of 0.1 N HCl was added to each flask to clear the medium before n^adings were 
made. 

This medium also supported the growth of the 0 and P strains, but it m not 
known whether the requirements of all three strains are identical. Thc^ maximum 
growth obtained after 4 days^ incubation in the medium descrilxHl above was 
distinctly poorer than a 48-hour growth in ordinary broth. Whether other 
accessory substances would further stimulate growth in the presences of the L. 
casei factor remains to be determined. It should be noted that the L. casei 
factor used in these experiments was a ^fementation product material/^ In 
two experiments in which a synthetic L. casei factor, ^tolvite,’^ was used, no 

»Biotin was obtained from Merck and Company through the courtesy of Dr, D. F. 
Robertson. 

» Strepogenin concentrate was obtained from Dr. D. W. Woolley of the Rockefeller In¬ 
stitute. 

casei factor used, a “fermentation product material/’ and also a synthetic 
preparation, “folvite/’ were obtained from .Lederle Laboratories through the courtesy of 
Dr. E. L, R. Stokstad. 
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stimulation was observed. An optimum synthetic medium for M, lysodeikiicus 
is still to be defined. 

Variation in colonial morphology has been observed. On buffered neopeptone 
(Difco) beef infusion agar two types were usually seen: one smooth and opaque, 
of butyrous consistency and easily suspended; the other much more viscid and more 
translucent, often adherent to the medium. In some cultures the major differ¬ 
ence was in the degree of viscidity and the ease of emulsification of the colonies, 
rather than in the degree of opacity. The organisms from translucent viscid 
colonies stained very irregularly with many large, pale, ill-defined gram-negative 
forms present, in contrast to the regular, evenly stained masses of cocci usually 
seen. This type of dissociation w^as more clearly manifest in the C and 4698 
strains. Similar colonies were observed with the F strain but were less stable. 

TABLE 2 


Agglutination tests with Micrococcus lysodeikiicus 


ANXISEKUM 

STRAIN 

SERTJM DILUTIONS 

1:10 

1:20 

1:40 

1:80 

1:160 

1:320 

1:640 

Anti-C 


1 + 

i + + 

d-d-d- 

d-d-d- 

d- 

d- 



4698 

+H— hA" 

— j —1—]» 

1 d-hd- 

d-d-d- 

d“ 

d- 



F 

++ 

— 

— 

‘ — 

— 

— 

, — 

Anti-4698 

c 

+++ 


d-d-d- 

d-d-d- 

d- 

— 



4698 

F 

++++ 

— h+d” 

-f-i — 1 — h 

d-d-d- 

d- 

, 


Anti-F 

C 


d-d- 

d-b 

d-d- 

d- 

i 

, 


4698 


d-d- : 

d"d- 

d-4- 

d- 

- : 

- 


F 


d-d-d-d- 

+d-d-d- 

d-d-d- 

d- 

d- 

— 


Stable chromogenic mutants from the 0 and 4698 strains were not infrequently 
encountered. We have isolated white, pink, and apricot-colored strains. 
Although extensive studies on the dissociative behavior of these mutants have 
not been made, it is probable that pigment production varies independently of 
other characteristics of colonial morphology, as has been described for other 
organisms (Dubos, 1945). 

Although the three strains of iif, lysodeikiicus studied could not be differen¬ 
tiated on the basis of the observations made above, they could be distinguished 
on the basis of serological tests. Rabbits were immunized with dissociated 
cultures grown on neopeptone infusion agar to maintain maximum differentiation 
between smooth and viscid variants. The sera were obtained after 14 intraven¬ 
ous injections of once-washed saline suspensions of living organisms. Agglu¬ 
tination tests were performed in the usual way with organisms grown on either 
neopeptone or Difco tryptose heart infusion agar. The use of the latter was 
preferable since on the buffered neopeptone agar the organisms were very difficult 
to wash off and showed a tendency to autolyze in suspension. This was particu- 
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laiiy true of the very viscid variaots. Within any one strain no immunological 
differences could be detected between the smooth and viscid variants by agglu-” 
tination tests. The C and 4698 strains were always immunologically indistin¬ 
guishable, but antisera to these strains failed to cross-agglutinate with the F 
strain beyond a titer of 1:10 or 1:20. Anti-F sera, cn the other hand, cross- 
agglutinated vith strains C and 4698 at much higher serum dilutions (table 2). 
The results of agglutinin absorption tests further emphasized the difference 
between the C and 4698 strains, and the F strain. It was found that the F 
strain removed agglutinins for all strains not only from its homologous serum but 
to a marked degree from anti-C and anti-4698 sera as well, whereas the C and 
4698 strains were not capable of removing F agglutinins from F serum. These 
findings indicate that the American strains, although derived from the same 
original source, are now distinct from the Fleming strain. Although antisera 
were not prepared against the chromogenic mutants, suspensions of the latter 
reacted serologically in the same way as the yellow parent cultures from which 
they were derived. 


SENSITIVITY TO LYSOZYME 

Sensitivity to lysozyme w^as determined by a method previously briefly 
described (Meyer, 1944). An acid pH is optimum for lysozyme activity; visible 
lysis of susceptible organisms occurs at an alkaline pH. The organisms from 
24- to 48-hour agar slants were suspended in m/15 KH2PO4 (pH 4.5) to match the 
density of a no. 10 BaS 04 standard. To 0.5-ml amounts of serial 2-fold dilutions 
of pure egg-white lysozyme, in the same buffer, 0.5 ml of suspension were added. 
The tubes were incubated for 1 hour at 37 C, and, after the addition of 2 drops of 
N NaOH, were read for clearing of the suspensions. Lysozyme sensitivity was 
expressed as the highest dilution at which complete lysis of the organism occurred. 
Within the limits of error of the method, no difference in sensitivity could be 
detected among the three strains of M. lysodeikticus and their variants in repeated 
tests. As a rule, cultures when tested under the same conditions showed com¬ 
plete lysis at lysozyme dilutions of 1:320,000 to 1:640,000. 

Although this method is convenient for the determination of relative sen¬ 
sitivity to lysozyme among different organisms, it is inadequately sensitive for 
titration and standardization of lysozyme activity. In some instances, lysozyme 
titers have remained constant over long periods of time in repeated tests with 
living cultures; in others, unexplainable gross variations in sensitivity occurred 
from time to time. The usual dilution end point of lysozyme for M, lysodeikticus 
has been between 1:320,000 and 1:640,000, but occasionally the titer has dropped 
to 1:80,000 or has risen as high as 1:1,280,000 with the same preparation of 
lysozyme, even when the organism was maintained on the same medium under 
the same conditions. It may be mentioned here that modifications in the com¬ 
position of the medium (including changes in pH and the addition of various 
peptones, sugars, amino acids, etc,), in the temperature of incubation, and in the 
period of incubation prior to testing, though not always optimum for growth, do 
not always affect sensitivity of living organisms to a significant degree. 
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Altered sensitivity could be induced by certain methods of pretreatment of 
the organisms. Little or no effect resulted from repeated washings with saline, 
lyophilization, precipitation with ice-cold acetone, treatment with 1 per cent 
phenol, dialyzation against 0.1 n HCl, or exposure to ultraviolet radiation. 
Precipitation with either 95 per cent ethyl alcohol or acid acetone, or autoclaving 
in alkaline solution, rendered the organisms highly resistant to the action of 
lysozyme. By contrast, organisms autoclaved in acid solution, or formalinized, 
w’^ere almost completely lysed with high dilutions of the enzyme, although it w^as 
impossible to obtain complete clearing even with the strongest concentrations 
used. 

In the actual performance of the test numerous attempts were made to enhance 
the sensitivity by the addition of various reagents. The majority of substances 
tested had no effect. Ferrous sulfate apparently inhibited the reaction, although 
the test was difficult to read because of the formation of precipitated ferric 
hydroxide. Sodium pyrophosphate counteracted this inhibition. Tyrothricin, 
tryptophane, and the supernatant washings of M. lysodeihticm agar slant"cultures 
occasional!}^ seemed to increase the titer, but the results were extremely variable. 
Of all substances tested, only sodium arsenite was found to have a distinct and 
consistent effect. With a final concentration of m/200 sodium arsenite, the 
titer was 4 times higher than that of controls without arsenite. 

Isolation from M. lysodeikiicus of the high polymer form of the lysozyme 
substrate has recently been accomplished. This mucopolysaccharide substrate 
is rapidly depolymerized by tysozyme, as indicated by viscosity tests. The 
method of isolation and characterization of the substrate and the technique of 
the test are described in detail elsewhere (Meyer and Hahnel, 1946). Optimum 
conditions for the antibacterial action of lysoz 3 mie parallel in general the condi¬ 
tions for its depolymeiizing action. The latter test, hoivever, is specific, accurate, 
and rapid, and is not encumbered by the uncontrollable biological variations 
which seem to be inherent in tests with the intact organism. A compaiison 
between the bacteriological and chemical tests, not only with regard to egg-white 
lysozyme but to lysozymes of plant origin as w^ell, is likewise described elsew-here 
(Meyer, Hahnel, and Steinberg, 1946), For the accurate determination and 
standardization of lysozyme activity the bacteriological test has been supplanted 
by a chemical test which is constant and reproducible. 

An interesting observation was made with regard to the behavior of an adapted 
strain of M. lysodeiUictis which became resistant to egg-white lysozyme. This 
strain required 16 times as much egg-white lysozyme for complete lysis as the 
parent C strain from which it was derived and became completely refractory to 
ficus lysozyme (Meyer, Hahnel, and Steinberg, 1946). Only one-tenth the 
amount of carbohydrate substrate yielded by the parent stimn could be extracted 
from the adapted strain. Yet the nature of this substrate was apparently 
unchanged since it was hydrolyzed to the same degree by both egg-white and 
ficus lysozyme. The complete resistance to ficus lysozyme of the intact adapted 
organisms could not be explained by the ability of the latter to destroy this 
enzyme. Supernatants from ficus lysozyme incubated with the adapted strain 
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revealed no apparent destruction of the enzyme when tested against the suscep¬ 
tible parent strain. Adapted organisms killed by treatment with phenolized 
saline were also completely refractory. The most probable explanation for the 
complete resistance of these organisms to ficus lysozyme would seem to be that 
the polarity of the substrate complex as it exists on the bacterial surface is 
changed so that it can still combine with the strongly electro-positive egg-white 
lysozyme but not with the more electro-negative ficus lysozyme. 

IMMUNOLOGICAL BEHAVIOR OF THE SUBSTRATE 

The lysozyme substrate used in these experiments was obtained from the C 
strain of M, lysodeihticus by fractionated extraction with 0.5 N NaOH and frac¬ 
tionation with alcoh,ol after the removal of proteins and other impurities. This 
substance is a high polymer mucopolysaccharide fraction which in its present 
crude state of isolation contains about 5 per cent nitrogen and al)out 30 per 
cent hexosamine. It is rapidly depolymerized by lysozyme and hydrolyzed, 
with the liberation of reducing sugar, half of which can be accounted for as 
acetylglucosamine. For immunization and precipitin tests the mucopoly¬ 
saccharide was dissolved in saline. It proved to be antigenic, although wealdy 
so, when tested in a single rabbit. After subcutaneous, intraperitoneal, and 
intravenous injections of a total of 56.0 mg, the serum obtained gave a very 
weak precipitin reaction with the substrate (1.0 ml precipitated with 5 to 10 /xg of 
substrate after standing for several days in the icebox) and a very low agglutinin 
titer against the homologous organism. By contrast, 3 of 4 rabbits^ immunized 
with living organisms produced much stronger precipitating antibodies against 
the substrate, in addition to good agglutinin titers, after 14 intravenous injec¬ 
tions; and after a further series of 16 injections, 0.5 ml of all these sera precipitated 
almost immediately with 10 to 100 ^g of substrate. 

It was found that a saline solution of substrate in a concentration of 1.0 mg per 
ml still gave a precipitin reaction after standing in the icebox for 3 weeks. 
Apparently any changes in viscosity that may have occurred did not affect the 
combining properties of the substrate. This was borne out by the follow¬ 
ing experiment in which depolymerized substrate was used. The substrate 
was prepared for use as in a viscosity test (Meyer and Hahnel, 1946), and, follow¬ 
ing the addition of lysozyme, samples were withdrawn every 10 minutes over a 
period of 1 hour. Each sample was diluted in saline to contain 50 /zg of substrate 
per 0.5 ml and added to 0.5 ml of a 1:10 dilution of a strong antiserum. The 
relative viscosity was 3.6 initially and fell to 1.6 in an hour. All the samples 
tested as depol 3 nnerization progressed showed immediate turbidity and the same 
amount of precipitate as far as could be judged visually by this kind of a test. 
The degree of hydrolysis as determined by an increase in reducing sugar was 
negligible under the conditions of this experiment. 

Attempts were made to determine the relationship of the substrate-precipi¬ 
tating antibodies to the agglutinating antibodies. Precipitin tests were set up 

® Two of these were autx-C and 2 Were anti-i698; no differences in their behavior against 
0 substrate were noted. 
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in which varying amounts of substrate antigen were added to constant amounts 
of antiserum. With the antibacterial sera used in these experiments, turbidity, 
followed by precipitation, was immediately apparent. The tubes were placed in 
the icebox for 48 hours and the amount of precipitate formed noted by visual 
inspection. After centrifugation, the supernatants were withdrawn from each 
tube and divided into two portions, one of which was tested for excess antibody 
by the addition of substrate antigen, the other for excess antigen by the addition 
of antibody. The results of a typical experiment, as given in the left half of 

TABLE 3 

Addition of increasing amounts of substrate to 1.0 ml anti-M. lysodeikticus serum no. S67 

diluted 1:10 


TUBE'*' 

SUBSTRATE 

ADDED 

1 REACTION t 

TESTS ON SUPERNATANTS 

EPEECT OP ADDITION OF SUBSTRATE 1| TO SUPER¬ 
NATANTS FROM TREATED PRECIPITATES 
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* Set up in duplicate; precipitates used for action of lysozyme on precipitated substrate. 

t Read after 48 hours^ incubation in the cold: to + 4 - 4 -+ indicates relative amount of 
precipitate; t, turbid; v si t, very slightly turbid. 

X Tested by addition of 0,5 ml 1:10 dilution of serum, 

§ Tested by addition of 2.5 uK substrate to tubes 1 through 7, 6.0 ug to tube 8 ,10 ug to 
tubes © and 10, and 100 jug to 11 ,12, and 13. 

II 20 ug substrate added. 

table 3, show that there was a considerable range in which both antigen and 
antibody were present in the same supernatant. Such behavior may be due to the 
presence of several antigens in the substrate or to some alteration in the process of 
isolation (KendaU, 1937). When similar supernatants were tested for the presence 
of agglutinating antibodies against the organism, the titer remained virtually 
undiminished as far as could be determined by the usual crude agglutination tests. 
Absorption of antibacterial serum by the organism, on the other hand, removed 
both precipitating and agglutinating antibodies. Lysozsrme substrate thus 
appears to be one of the antigens of M. lysodeikticus, presumably forming part of 
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the cell surface. The aiitibod37’ which precipitates the isolated substrate seems 
to be one of the agglutinins produced bj?" injection of the whole organism. 

With regard to the immunological specificity of the substrate little can be said 
until more data are available. Substrates were prepared from the F strain of M. 
lysodeildicus^ and from two other lysozyme-sensitive organisms, Sarcina Itilea 
and Staphylococcus muscae} Two rabbits had been immunized with the F strain 
and two with S, lutea, using saline suspensions of living organisms. All of these 
sera had only very weak precipitating antibodies against their homologous 
substrates, and against the C substrate as well. The anti-C and anti-4698 sera 
precipitated the F and S. lutea substrates to the same degree as the C substrate 
when observations were made using 0.5-ml amounts of serum and 10 and 50 
of substrate. The S. muscae substrate was not precipitated by any of these sera. 
These observations warrant the conclusion that the M. lysodeikticus and S, lutea 
substrates are closely related immunologically. Until specific sera with good 
titers can be prepared against all the individual substrates, it will be diffKiult to 
determine their exact antigenic relationships. Elucidation of the relationship of 
these substances to one another and to other antigens in the bacterial cell may 
require the application of quantitative immunochemical methods, using more 
highly purified substrates. 

Experim.ents were set up to determine whether whole organisms and the 
substrate in combination with antibody were still susceptible to the action of 
lysozyme. The initial observations were made previously on agglutinated 
organisms. In these experiments, the technique for determining sensitivity was 
the same as described above, except that saline was used both for suspending the 
organisms and for dissolving the enzyme. At this pH (6.8 to 7.0) gradual lysis 
could be observed without the addition of NaOH, although the latter was added 
before final readings were made. It was found that a suspension of agglutinated 
M. lysodeiJdictis showed the same sensitivity to lysozyme as a control suspension 
in normal rabbit serum, i.e., complete lysis at 1:640,000 dilution of lysozyme. 
In a further test, a constant amount of the enzyme was added to a scries of tulies 
containing organisms agglutinated by serial 2-fold dilutions of antiserum. For 
this purpose an agglutination test was first set up in the usual way with a senim 
dilution range of 1:10 to 1:640. After incubation at 37 C for 1 hour and then in 
the icebox overnight, 10 pg of lysozym.e were added to each tube, including an 
unagglutinated control suspension, and after 1 hour at 37 C the tubes wore read 
for lysis. Lysis of agglutinated cocci always occurred, even in the presence of 
the highest concentrations of serum, i.e., 1:10, in which the supernatants still 
showed the presence of excess agglutinating antibodies. This was true for all 
strains of M» lysodeikticus and for S. lutea as well. 

The ability of lysozyme to attack a precipitated substrate was then studied in 
the following way: The precipitates formed in the experiment outlined in table 3 
were allovred to stand in the cold for 48 hours and then centrifuged in the cold. 

®The lutm used in our experiments is as sensitive to lysojsyme as M. 
lysis occurring at 1:320,000 to 1:640,000 dilutions of lysozsyme. S, mwem is much less 
sensitive, lysis occurring at 1:10,000 to 1:20,000 dilutions. 
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The supernatants were decanted and drained off, and the precipitates resuspended 
in chilled saline and again centrifuged in the cold. The supernatants were again 
discarded, the precipitates suspended in 1.0 ml m/15 Sorensen PO 4 buffer, pH 5.0, 
and 100 jug of tysozyme added in 0.1 ml of the same buffer. For each series of 
tubes a similar control series was set up without the addition of enzyme. The 
treated precipitates and controls were incubated for 20 to 24 hours."^ At the end 
of this time an unmistakable difference in the appearance between the treated 
and untreated precipitates was noted. In the controls the precipitates remained 
as opaque white pellets, whereas in the treated series they appeared as translucent 
vacuolated material closely adherent to the bottom of the tube and markedly 
diminished in size. It could be shown that some antibody had been released as 
a result of lysozyme action.® The supernatants were withdrawn from all tubes 
and the pH adjusted to 7.2. Twenty jug of substrate were added and the immedi¬ 
ate reaction was noted. In the supernatants from treated precipitates the tubes 
becam.e turbid immediately and precipitation was observed on the following day. 
The control series by comparison remained clear or became very slightly turbid. 
The findings are summarized in the right half of table 3. The evidence indicates 
that lysozyme is still capable of attacking organisms or substrate when either is 
combined with antibody. 

The assumption that the substrate occurs as a surface antigen in the bacterial 
cell and may be covered by antibody during agglutination seems reasonable in 
view of the fact that the intact organism removes antisubstrate as well as agglu¬ 
tinating antibody. If this assumption is valid, the fact that agglutinated bac¬ 
teria are still susceptible to lysozyme lysis suggests that with the intact organism, 
as with the isolated substrate, the enzyme is capable of penetrating the antigen- 
antibody complex to attack the substrate. It has been demonstrated (Delbrtick, 
1945) that high concentrations of antibacterial antibody wdll inhibit the adsorp¬ 
tion of bacteriophage onto the bacterial cell. This difference in behavior between 
a virus and an enzyme may possibly be explained by the difference in size betw^'cen 
the two agents. 


SUMMARY 

Cultures of Micrococcus lysoddkiicus obtained from three different sources 
were identical in their cultural characteristics and could be grown in a semi¬ 
synthetic medium. On the basis of immunological tests, two of these strains 
were found to be identical, but the third differed significantly from the other two. 

All cultures of the organism and of its variants and chromogenic mutants 
showed the same sensitivity to egg-white lysozyme when tested under the same 

Under these conditions hydrolysis of the substrate can be expected to occur, since it is 
customary to add 200 of lysozyme to 5.0 mg of substrate and test for hydrolysis at the 
end of 2 hours. 

8 This is not to imply that the precipitates in the control series would not dissociate 
spontaneously to some extent under the described experimental conditions. Also it should 
be T’emembered that some lysozyme is probably still present in the supernatant from the 
treated precipitates. For this reason the immediate reaction was noted before the enzyme 
could conceivably hydrolyze the newly added substrate. 
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conditions. An adapted strain which showed a marked decrease in sensitivity to 
egg-white lysozyme became completely refractory to ficus lysozyme. 

The liigh polymer mucopolysaccharide lysozyme substrate isolated from 
M, lysodeikticus proved to be weakly antigenic when tested in a single rabbit, 
giving rise to substrate-precipitating antibodies as well as aggliitiniiis. It was 
precipitated by antibacterial serum and is one of the antigens of the organisin. 
The substrates of M. lysodeikticus and Sarcina lutea are closely related immiino- 
logically, Depolymerized substrate is still capable of combining with antibody. 

Lysozyme is capable of attacking organism or substrate when either is 
combined with antibody. 
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Penicillin is currently being produced almost entirely by a submerged fer¬ 
mentation for reasons already stated by Moyer and Coghill (1946). For this 
fermentation, a reduction in the volume of seed and a reduction in the number 
of steps in production would have the advantage of simplifying the preparation 
of seed and minimizing the risk of contamination. Reducing the number of 
steps would also hold to a minimum any loss of penicillin productivity from 
seed deterioration (Clutterbuck et al., 1932; Foster et al., 1943). Any con¬ 
comitant sacrifice in yield or delay in the final fermentation cycle would, of 
course, be undesirable. This is a report of experiments, which have been 
conducted on a small scale, testing a method of preparing seed which may 
find application in larger scale production. 

Most fungi, including the penicillin-producing penicillia, produce both my¬ 
celium and spores. Fermentations brought about by these fungi may vary in 
their course and extent with the quantity and type of seed unit employed, a 
seed unit being any viable spore, spore cluster, hypha, or hyphal cluster. Certain 
members of the PenicilUum notatum-chrysogenum group produce such large 
mycelial clusters that they are visible as discrete pellets, 1 to 5 mm in diameter. 
Since hand shaking of a flask of these pellets causes no fragmentation, we tried 
various mechanical methods in an effort to induce separation of the mycelium 
at its cross walls. Of the methods tried, blending in a high-speed propeller 
type blender (Waring “blendor”) proved to be most satisfactory, and through¬ 
out this report we shall refer to vegetative seed so fragmented as ^‘blended” seed. 

We have not been interested solely in measuring the increase in seed units 
brought about by blending, for mere growth of fragments would be no guarantee 
of efficiency in penicillin production. Rather, we have been interested in deter¬ 
mining how small an amount of blended seed will substitute adequately for 10 
per cent seeding with unblended vegetative pellets, which serve as a control.^ 
Two strains of penicillia, PenicilUum notatum, NRRL 832, and PenicilUum 
chrysogenum, NRRL 1951, both obtained from the Northern Regional Research 
Laboratories at Peoria, Illinois, have been submitted to parallel treatment. 
To eliminate the factor of strain variation during the study, we used spores 
from two large reserves of aqueous spore suspensions, stored at 4 C, for the 
preparation of vegetative seed as needed. The suspension of NRRL 832 spores 
contained 0.5 X 10® spores per ml; that of NRRL 1951 spores contained 2.0 X 

^ Ten per cent vegetative eeed was considered essential at the time these studies were 
started. 
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10® scores per ml. These suspensions were kindly made and counted for us by 
Dr. A. J. Whiffen of these laboratories. 

EXPERIMENTAL PROCEDURE 

Erlenmeyer flasks of 500-ml capacity were used routinely as “shaker flask” 
fermenters. Each flask contained 100 ml of sterile corn steep medium, pre¬ 
pared according to the following formula:® 


Lactose. 20.0 g 

Corn steep liquor (50 per cent solids). 40.0 ml 

MgS04. 0.125 g 

KH2P04 . 0.250 g 

NaNOs . 1.00 g 

Tap water to.1,000 ml 

pH, after sterilization, 4.6 


Seeding was accomplished with measured volumes of spore or mycelial sus¬ 
pensions. Triplicate flasks were seeded at each level, and the fermentation 
was conducted at 24 C in a shaking machine of the oscillating type. The length 
of stroke was 4 inches; there were 95 such complete oscillations per minute. 

Samples were taken daily, starting usually on the third day of the cycle. 
A minimal amount, about 3.5 ml, was removed from each of the three replicate 
flasks to give a pooled sample for that level. This gave a sufficiently large 
sample for assay and determination of pH, without materially diminishing the 
beer volume in each flask. 

All pooled samples were allowed to stand for 10 to 15 minutes. One-ml 
volumes of the clear, supernatant beer were then transferred to sterile vials 
and submitted for assay of penicillin content by a hollow-cup agar-plate method. 
This method, as described in Circular 198 of the Department of Agriculture 
(1931), was adapted to the assay of penicillin by Dr. J. F. Norton of these labora¬ 
tories. Each assay value was determined by averaging four zones of unknown 
from a single plate and translating this average diameter into O.xford units per 
ml from the standard curve prepared for that day. 

TITRATION OF OPTIMAL SPORE SEED LEVEL 

Spore seeding was performed at various levels in order to establish the optimal 
rate of seeding. In figures 1 and 2 are shown the influence of rate of spore 
seeding upon the fermentation cycle. The curve for each level of spore inoculum 
is “set over” five days from the curve for the preceding level, to avoid the 
confusion of too many overlapping curves. 

From figures 1 and 2 it may be seen that too small or too large an inoculum 
is not productive of maximal potency levels. Seeding rates between 1,000 and 

“ This formula was communicated to us by Dr. A. J. Moyer of the Northern Regional 
Research Laboratories ia a copy of one of Ihe restricted reports to Dr. A. N. Richards, 
chairman, Committee on Medical Research, Office of Scientific Research and Develop¬ 
ment. Its composition is given here since it is not included in the recent publication of 
Moyer and Coghill (1946). 
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1,000,000 spores per mi caused the fermentation to reach maximal potencies 
in almost identical lengths of time. Strain NERL 832 was capable of producing 
penicillin levels of approximately 80 u (Oxford units) per ml and strain NRRL 
1951 was able to produce about 100 u per ml at optimal spore seed levels. 



TIME IN DAYS 

Fig. 1. Penicillin Fermentation Curves Showing the Influence op Bate op Spore 
Seeding for P. notatum, NBRL 832 

Numbers in parentheses refer to the number of spores per ml of substrate to give the 
corresponding curve. Numbers are used as data points to indicate the day of thefer- 
mentation cycle. 
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Fig. 2 , Same as Figure 1 , but fob P. chrtsogenum, NRRL 1951 


STUDY OF BLENDING TIME 

Mycelial growth of these two fungi in a shaker flask reaches a maximum 
in from 3 to 6 days. At this time most of the liquid volume is occupied by 
pellets of mycelium. One flaskful of this seed, approximately 100 ml, is a 
convenient volume to blend at one time in the usual l-quart-she blender jar. 
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This operation is performed aseptically in a jar equipped with a special type of 
metal cover and splash plate, as shown in figure 3. 
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Fig. 4. Inflitkncb of Blending Time upon Penicillin Feementawon Cuevb 
Seeding rate is constant, at 1:100,000. Culture is P. notatum^ NERL 832. Numbers 
in parentheses refer to minutes of blending time. 

During the first half minute of blending, a visible change in the consistency 
of the slurry occurs. A “titration’’ of the blended seed for inctease in seed 
units was conducted at the time intervals of 0.5,1, 2, 5, and 10 minutes. The 
ferinentatidn ctlrves obtained from seed blended for these various time intervals 
are shown in figures 4 and 6. 
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A continuous blending for more than two minutes is detrimental to these 
fungi, since, during the blending operation, heat develops from the operation 
of the high-speed (10,000 rpm) blending blade. The seed prepared for the 5- 
and 10-minute blending-time studies shown in figures 4 and 5 was protected 
from this heat effect by cooling the blender jar and contents between each 
blending period of not more than 2 minutes. 

From data of figures 4 and 5, we adopted 2 minutes as a desirable length of 
time for routine blending. In 2 minutes, most of the hyphal fragments contain 
between 1 and 10 cells, with an average of about 4 cells per fragment. About 
20 per cent of the fragments are created by actual fracture of the cell wall. 
The terminal cells of the rest of the fragments are undamaged, and these frag- 
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Fig. 6. Same as Figure 4, but for P. chrysogenum, NREL 1951 


ments appear to have been formed by fragmentation at the septa, under the 
physical stress of blending. 


TITRATION OP BLENDED SEED 

Six-day-old vegetative seed was blended for 2 minutes and diluted in sterile 
medium so that final dilutions of 1:2,500; 1:10,000; 1:40,000; 1:100,000; 
1:250,000; and 1:500,000 could be fermented parallel to 1:10 dilutions of the 
unblended seed, which served as a control. Data so obtained are shown as 
solid lines in figures 6 and 7. 

Similar results were obtained with 4-day-old seed blended on the second as 
well as the fourth day, and with 6-day-old seed, blended on the third as well as 
the sixth day. Twice-blended seed, since it was able to mend between its first 
and second blending periods, is referred to as “B.M.B.’’ seed. Comparisons of 
singly blended seed (B.) with doubly blended seed (B.M.B.) are also shown 
in figures 6 and 7.' 

Blended seed seems to reach slightly higher peaks about 2 days later than the 
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NRRL 832 



TIME IN DAYS 

Pig. 6. Titeation of Two-Minute Blended Seed Showing the Influence of Dilution 
UPON the Fermentation Curve 

Unblended seed was run as a control at a seeding rate of 1 .TO. Kumbcrs in parentheses 
refer to the dilutions of blended seed giving the corresponding fermentation curves for 
P. notaluTriy NRRL 832. 

NRRL I95i 
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Fig. 7. Same as Figure 6, but for P. chrysogenum, NRRL 1951 

controls. At the peak for the controls (seventh day), blended seed, diluted as 
much as 1:40,000, gives as good production as the controls, and the productions 
from the 1:100,000,1:250,000, and 1:500,000 series are almost as good. 
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DISCUSSION 

Some fungi, e.g., the oidia among transitional yeastlike fungi (Henrici, 1930) 
and Nocardia among the actinomycetes (Waksman and Henrici, 1943), tend to 
fragment automatically or with very little mechanical stress applied. Ap¬ 
parently fragmentation can be mechanically induced in certain fungi whose 
mycelium resists fragmentation under the small stresses of hand shaking and 
ordinary routine handling. At any rate, two penicillia have been shown to 
endure fragmentation by blending, with no apparent disturbance of growth 
and fermentative properties. This property of withstanding damage under 
blending operation may allow blended seed to be used as a substitute for much 
larger volumes of unblended seed. 

During the delay in publication of this work, there have been isolated and 
tested new members of the P. notatum-chi'ysogenim group which give higher 
yields and which grow as much smaller pellets or clusters of mycelium. It may 
well be that this type of vegetative seed can be used wisely at such low seeding 
rates as 1:10,000 or 1:40,000 without blending. The principle of using very 
small seed volumes, whether the seed is blended or unblended, will have to be 
evaluated in terms of current practice with large fermenters. 

SUMMARY • 

Two fungi, Penidllium notatum, NRRL 832, and PenicilUum chrysogenum^ 
NRRL 1951, have been shown to endure blending of their vegetative mycelium 
by a Waring “blendor” with little if any injury to their growth and fermentative 
capacities. Fragmentation seems to occur usually at the septa. 

Such blended seed, when diluted as much as 1:40,000 times, adequately sub¬ 
stitutes for unblended seed at a 1:10 seeding rate, in shaker flasks. 

Blended, mended, and blended seed is not superior to singly blended seed. 
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In the stndy of the production of antibiotics by microorganisms, especially 
when a given substance receives recognition as a chemotherapeutic agent, it 
becomes necessary, in order to maintain the potency of the culture cr to obtain 
more active cultures, to isolate fresh strains of the organism producing the 
particular antibiotic. This can usually be accomplished by two procedures: 

(1) Fresh cultures of the organism are isolated indiscriminately from various 
natural substrates, such as soils and composts, and tested for their potency. 

(2) New strains are obtained by plating the original culture and then isolating 
individual colonies. Before plating, the culture may be pretreated, as by 
exposure to different radiations, in order to kill a large number of sensitive 
spores. Both of these methods have been utilized with considerable success 
in the isolation of more potent strains of penicillin-producing fungi. Compara¬ 
tively little progress has been made, however, in the case of streptomycin- 
producing strains of Streptomyces griseus. 

It has been established that penicillin production is characteristic of the 
Penicillium notatum and Penidllium chrysogenum groups; the variation in 
potency of different strains is either quantitative or qualitative, according to 
the type of penicillin produced. The production of streptomycin, however, is 
characteristic of only a certain few strains of S. griseus (Waksman, Schatz, and 
Eeynolds, 1946). This organism represents a distinctly heterogeneous group, 
especially in regard to the production of antibiotics. In a recent examination 
of 40 freshly isolated cultures of S. griseus, none was found to produce the 
typical streptomycin; only one of these cultures was found to form an interesting 
antibiotic. This antibiotic was active against certain gram-positive and gram- 
negative bacteria, in a manner comparable to streptothricin and streptomycin, 
but it was both chemically and biologically distinct from either of these two 
substances. These results pointed to the difficulty of obtaining fresh strepto¬ 
mycin-producing cultures from natural substrates. Numerous attempts to 
isolate streptomycin-producing strains of S, griseus from natural substrates 
have so far yielded, in addition to the two original strains obtained in this 
laboratory in 1943, namely, D-1 and 18-16 (Schatz, Bugie, and Waksman, 1944), 
only two cultures. One isolation was made in another laboratory, and the 
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other isolation in our laboratory, as reported here. All the cultures, however, 
that are now being iised in industrial organizations for the production of strepto¬ 
mycin have been isolated from one of our original strains, namely, 18-16 (Schatz 
and Waksman, 1945). 

It was also established that the streptomycin-producing culture of S, grm'm 
produces inactive mutants or strains (Schatz and Walcsman, 1944). This neces¬ 
sitates continuous purification of the culture and use of the more active vari¬ 
ants, not only to increase the yield of streptomycin, but also to prevent the 
continuous deterioration of the culture. 

In order to facilitate the isolation of S. griseus fi’om natural substrates, ad¬ 
vantage was taken of the following principle: Microorganisms producing certain 
antibictics are usually more resistant to the action of these antibiotics than 
are other organisms not capable of forming such antibiotics. This was found 
to hold true even of closely related forms, as shown for the inactive mutant of 
S. gnseus, which is sensitive to streptomycin. In order to facilitate the isolation 

TABLE 1 

Inhibition of different actinomycetes by their respective antihiotdcs 

DILUnON UNITS FER MG, EXFEKSSEJ) 
ACTIVITY OT AS ACTIVITY AGAINST 


ANTIBIOTIC 

ORGANISM PEOBUCINO IT 

PREPARATION PER 

1 MG 

S. 

aniibioticus 

s, 

lavendulae 

s. 

grisms 

Actinomycin. 

S, antibioticus 

100,000* 

100 

5,000 

100 

Streptothricin. 

S. lavendulae . 

loot 

1,000 

0.4 

10 

Streptomycin. 

S. griseus 

125t 

1,000 

100 

1.2 


* S. kitea units; crystalline material, 
t E, coll units; crude preparation. 


of new and more potent strains of antibiotic-producing organisms, the par¬ 
ticular antibiotic may be incorporated in the medium in concentrations suffi¬ 
cient to inhibit the growth of other organisms and of inactive strains of the 
same organisms. This, however, does not affect the growth of potent strains. 

The principle underlying this method can be illustrated by the selective 
activity of three antibiotics produced by actinomycetea against the mother 
culture (table 1). Actinomycin, streptothricin, and streptomycin were selected 
because of their distinct bacteriostatic spectra and the ease with which dif¬ 
ferences in antibacterial action can be demonstrated. Their activity was 
expressed in dilution units per 1 mg of the respective preparations. Actinomycin 
was measured in terms of Sarcim lutea units, since Escherichia coli is resistant 
to it, whereas the potency of the other two antibiotics was expressed as E. coli 
units. Activity was measured by the agar streak method (Waksman and Reilly, 
1945). Sirepkm's/ces antibioticus is fairly resistant to actinomycin, its own 
antibiotic, but is sensitive to streptothricin and streptomycin. Streptomyces 
lojumdulae is also resistant to its own antibiotic, streptothricin, but it is sensitive 
to streptomycin, an antibiotic related to it, and it is especially sensitive to 







1946] 


STREPTOMYCIN-PKOBUCING STRAINS OF S. GRISEUS 


395 


actinomyciii. S. griseus is also most resistant to its own antibiotic, streptomycin; 
it shows a certain degree of resistance to streptothricin, but it is far more sen¬ 
sitive to actinomycin. 

On the basis of these results one would be justified in concluding that the 
addition of streptomycin to nutrient media w^ould tend to eliminate non-strep- 
tomycin-producing organisms, namely, various bacteria, as well as the majority 
of actinomycetes, but not fungi which are resistant to streptomycin. This 
medium should thus favor the development of organisms which either produce 
streptomycin or are resistant to it. This medium should also prove favorable, 
net only to the isolation of fresh cultures from natural substrates, but also to 
the elimination of inactive strains from a streptomycin-producing culture. 
The results (table 2) of a comparative study of the sensiti\dty of different strains 
of S. griseus to streptomycin, on the one hand, and to the living culture of an 


TABLE 2 

Sensitiviiy of 8 differmt strains of S, griseus to streptomycin and to the antagonistic 

action of S. griseus S46S-4 


STRAIN or 

5. griseus NO, 

GROWTH IN PRESENCE OP STREPTOMYCIN (jiG/UJ^) IN NUTRIENT AGAR* 

ZONE OF INHIBITION 
PRODUCED BY 

NO. 4, MMf 

SO 

10 

1 

3326 

0 

0 

4- 

25 

3378 

0 

f 0 

4- 

24 

3463 

+++ 

H—i—h 

4—1—h 

6 

3464 

+++ 

i +++ 

4-+4- 

5 

3463-4 

+++ 

+++ 

4-4-4- 

6 

3475 

4-1-+ 

4 —]— f- 

4-4-4" 

6 

3478 

trace 

4—h 

4-4—h 

16 

3481 


4-++ 

-h-h-f 

7 


* 0 ~ no growth; trace, +, = relative amounts of growth, 

t Cross streak tests on nutrient agar. 


active streptomycin-producing strain of S, griseus^ on the other, further serve 
to illustrate this principle. 

Eight strains of S. griseus were used: 

3326—Original type culture of the organism, isolated from soil in 1915 and 
kept in the collection. Inactive. 

3378—Isolated by Dr. M. B. Morrow of Texas, from a soil in Yucatan. 
Inactive. 

3463— Original 18-16 culture which produced streptomycin. 

3464— Original D-1 culture which produced streptomycin. 

3463-4—^Active isolate from 18-16, obtained in our laboratory. 

3475—^Active isolate (42.1) obtained by Dr. H. W. Anderson of the University 
of Illinois from our strain 3863-4. 

3478—^A culture designated as G-25, which produced an antibiotic of the 
nonstreptomycin type, 

3481—^A streptomycin-producing culture of S. griseus freshly isolated from 
soil by the streptomycin-enriched medium. 
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The results show that strains 3326 and 3378, the non-streptomycin-producing 
strains, are very sensitive to streptomycin. The two original streptomycin- 
producing cultures (18-16, and D-1) and their isolates (3863-4 and 3475) are 
very resistant, a fact brought out particularly by the streak method. The 
freshly isolated culture (3481) is also resistant to streptomycin, but somewhat 
less so than the others. The sensitivity of G-25 fell between that of the inactive 
and the streptomycin-producing strains. 

In order to demonstrate growth on the streptomycin-enriched medium of 
streptomycin-producing and non-producing strains found in the same culture, 
the results of the following experiment may be reported. A suspension of spores 
of strain 3463-4 was plated out on ordinary nutrient agar as well as on the same 
agar plus 100 ag ox streptomycin per ml. The corresponding numbers of colonies 
obtained on the two media were 20.4 and 5.8 millions per ml of spore suspension, 

TABLE 3 


Production of streptomycin hy freshly picked colonies from S. griseus plates 

(Shaken cultures) 


COLONY NO- 

ACTIVITY, fiG TES. ML AFTEll INCUBATION OF 

3 days 

6 days 

NA . • . 

<5 

<5 

NA 2. 

24 

28 

NA 4. 

<5 

<5 

28 

NA 6. 

28 

SNA 2t. 

14 

38 

SNA 6.. 

13 

46 



* Strains NA 1,2,4, and 6 were isolated from nutrient agar plates, 1 and 4 being atypical 
colonies, since they produced on glucose-asparagine agar slants a rod vegetative mycelium. 

t Colonies SNA 2 and SNA 6 were isolated from nutrient agar onrichod with 100 Mg 
per ml of streptomycin. 

indicating that nearly 80 per cent of the colonics arc sensitive to 100 pg of strep¬ 
tomycin per ml. Ten colonies were picked at random from the nutrient agar 
plates and grown on glucose-asparagine agar. Six of these colonics produced an 
atypical, reddish, vegetative growth and a typical, greenish-gray mycelium. 
The remaining four colonies, as well as all colonies picked from the streptomycin- 
enriched agar plates, produced the typical growth of S. griseus. The atypical 
colonies produced no streptomycin, as shown in table 3. 

In order to establish again whetfier streptomycin-enriched agar can bo used 
for the isolation of fresh streptomyin-producing cultures, agar media con¬ 
taining 25 to 100 Mg of streptomycin per ml were used for plating out various 
natural materials, such as soil, peat, and compost. These media depressed 
the development of nearly all the bacteria and actinomycetes, but had virtually 
no effect upon the growth of the fungi. A few actinomycetes developed on 
these media, but they grew only very slowly. Many of them proved to belong 
to the S. grisms group. They were isolated and cultivated on media favorable 
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for the production of streptomycin. Some of them produced antibiotic agents. 
Most of these antibiotics were found, however, to be not of the streptomycin 
type. Three of the resistant cultures were grown on different media, both in 
stationary and in submerged culture, and the culture solutions were tested for 
their activity against several bacteria. Only one showed fairly high activity 
against Bacillus suUilis^ when grown on all media, and limited activity against 
jB. coli and Bacillus mycoides. The properties of this agent did not seem to fit 
in with those of streptomycin. 

One culture (3481) isolated during one of these surveys, however, appeared 
to be definitely of the streptomycin type. The substrate from which this 
culture was isolated was a soil adjoining a dairy barn and was thus heavily 
manured. The culture filtrate gave 30 units of activity against E, coli, and 
100 against B. suhtiUs, B. mycoides, Mycohacterium avium, and Mycobacterium 
phlei. On isolation and purification it proved to give the typical streptomycin 
spectrum. 

The results of this study permit the following conclusions: (1) not all strains 
of S, griseus are capable of producing streptomycin; (2) streptomycin-producing 
strains of S. griseus form active and inactive variants; (3) the inactive variants 
comprise two types, one being free from aerial mycelium and the other producing 
a pink tinge in the vegetative growth, the aerial mycelium being typical of 
S. griseus; (4) a medium enriched with streptomycin can be utilized for the 
isolation of fresh strains of S. griseus from natural substrates; and (5) a strepto¬ 
mycin-enriched medium can also be utilized for purifying active cultures of 
S. griseus from inactive variants. 

Although these investigations did not result in obtaining superior strains of 
streptomycin-producing cultures of S. griseus, they established that streptomycin 
production is associated only with a certain few strains of S. griseus and that these 
strains may continuously form inactive substrams, and that by the use of 
suitable procedures it may be possible in time to isolate new and more potent 
strains of streptomycin-producing organisms. 
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Limits of Effectiveness of Streptomycin 
IN Arthritis of Rats. E. M. Powell^ 
Lilly Research Laboratories, Indianapolis, 
Indiana. 

We have reported recently in a separate 
communication that streptomycin is an 
excellent chemotherapeutic agent against 
arthritic infections caused by pleuropneu- 
monialike organisms in the rat. The cul¬ 
ture we have used has been reported upon 
previously (J. Lab. Clin. Med., 1944, 47, 
623; J. Bact., 1944, 47, 623), and Dienes has 
review-ed this w^hole group (J. Bact., 1945, 
60, 441). Our former results, which w^ere 
practically 100 per cent ^‘cures,'’ included 
use of 1,000 or 3,000 units of streptomycin 
per dose for 9 to 12 doses covering 3 or 4 
days, and our test animals were w^ite rats 
of about 100 g weight. 

Amplified tests using* less streptomycin, 
etc., now show that (a) 10 units strepto¬ 
mycin t.i.d. for 4 days is not effective; (b) 
100 units t.i.d. for 4 days is a border-line 
therapy, curing only about three-fourths of 
the rats; (c) again, as previously noted, 
either 1,000 or 3,000 units t.i.d. for 3 or 4 
days are effective; and (d) 3,000 units, but 
not 1,000 units, ti .d., for 3 days with therapy 
starting one day after infection is effective. 
All chemotherapy heretofore reported, and 
herewith reported under (a), (b), and (c), 
started within an hour after intravenous 
infection, whereas therapy (d) began one 
day after infection. 

A further experiment has been done, in 
which the test culture has been injected into 
the foot pads, and 3,000 units streptomycin 
t.i.d. for 4 days has proved an effective 
therapy. Streptomycin appears to be a 
better chemotherapeutic agent than myo- 
chrysin against pur pleuropneumonialike 
organisms, 

Bacteriolooical Aspects in Minimizing 
Tranpusion Reactions, ha Dietz, Elk¬ 
hart County Blood Bank, Elkhart, Indi¬ 
ana. ' 


The important factors often overlooked or 
not stressed in blood transfusions are given 
careful consideration. Techniques for scru¬ 
pulous cleaning of reusable apparatus are 
demonstrated; the importance of pyrogen- 
free w^'ater and solutions, and sterilisation 
methods are explained. 

Toxicity op Streptothricin. Alfred R. 
Stanley, Research Department, Com¬ 
mercial Solvents Corporation, Terre 
Haute, Indiana. 

Streptothricin produced in the pilot 
plant, and recovered in the laboratory as 
the sulfate and hydrochloride, was tested for 
toxicity to rabbits. Intravenous injection 
of either 5,000 or 20,000 units per kilogram 
of body weight twice a day resulted in a 
destruction of the mucous lining of the 
stomach, mottling of the liver and kidneys, 
and death of the animals. The same effects 
were produced by either salt. Feeding 
orally in capsules produced the same results. 
When twm 60,000 to 85,000-unit capsules were 
given per day, the rabbits stopped eating on 
the second or third day, the nose was filled 
with mucus, and the chin was w^et from 
drooling, indications of gastrointestinal 
disturbance. 

Topical application of 30,000 units per 
day on scarified skin gave tbe same results 
as feeding, w^hereas the same application on 
unbroken skin had no effect. Intradermal 
injections of 6,000, 4,000, and 2,000 units 
produced hemorrhagic areas which in¬ 
creased in size for 6 days. 

Testing of Qerm-fbeb Animals for Con¬ 
tamination . James A . Eeyniers, Labora¬ 
tories of Bacteriology, University of 
Notre Dame, Indiana. 

The term “germ-free” as applied to ani¬ 
mals must mean freedom from demonstrable 
micrcbic contaminants within the limita¬ 
tions of the techniques which can be applied 
to determining their presence. Since the 
techniques are usually adequate for demon- 
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strating the presence of recognized micro¬ 
organisms, the problem really resolves itself 
into a theoretical question concerning the 
possible presence of those forms which 
cannot be demonstrated by microscopic, 
cultural, or chemical techniques. The 
presence of such microorganisms constitutes 
a special problem for future investigation. 

The paper discusses this theoretical prob¬ 
lem and offers examples from the work done 
in this laboratory on rats, guinea pigs, and 
chickens. It also includes the routine used 
for determining the presence of contamina¬ 
tions either in the living form or at nec¬ 
ropsy. The final answer to the problem 
rests in the future and on a basis of being 

TEXAS BRANCH 
Austin, Texas, May 10 and 11, 1945 

Effect of fara-Aminobenzoic Acid on PABA-free days the growth was still 
THE Intestinal Flora of Guinea Pigs, markedly restricted. No gram-negative, 
Dorothy M. Whitney and Ludwik Anig- lactose-fermenting bacilli were found. 
steiUy Department of Preventive Medicine 

and Public Health, University of Texas A Practical Key foe Rapid Identifica- 
School of Medicine. tion of the Common Species of Aerobic 

Recent investigations on p-aminobenzoic Spore forming Bacilli. Kenneth L. Bur- 

acid (PABA) gave evidence of its wide don. Department of Bacteriology and 

range of action as an essential metabolite Immunology, Baylor University College 

for bacterial growth, as a detoxicant, as a of Medicine, Houston, Texas, 
possible catalyst, and as a rickettsiostatic Previously suggested keys to the genus 
agent. Bacillus based on a single morphological 

Since parenteral administration of PABA characteristic (spore size) or U|)on variable 

on experimental spotted fever was found cultural features are inaccurate and im- 

ineffective, it was felt that a study of its practical. The simple scheme presented 

effect on the intestinal flora by oral ad- here utilizes for differentiation a variety of 

ministration might throw light on the mech- properties found to be constant and readily 

anism of its action. demonstrable. It lists first the three 

The intestinal flora of normal guinea pigs species that ferment glucose, maltose, ami 

was studied; this was followed by examina- mannitol (in bromcresol purple tryptose 

tion of the same animals after PABA was agar butt-slants). Among these, Bacillm 

given. The fecal material was examined in suhiiUs, Ford, is identified by the fact that 

direct smears, and aerobic cultures were it grows well within 24 hours when an 

made on various solid and liquid media. inoculated slant is incubated in a 56 C 
Untreated guinea pigs showed a pre- water bath. The two remaining species 

dominance of gram-positive bacilli and {Bacillus megatherium and Bacillus cir- 

cocci in both direct smears and cultures, culans) are distinguished by their general 

A total of 70 cultures, 64 of which were morphology and appearance when the fat 

gram-positive, were isolated from a dozen is stained, as well as by their characteristic 

apparently healthy guinea pigs. Of the 16 growth on potato slants. Bacillus cerem 

gram-negative strains^ 11, ■were of the coli- ' and BacUHs ^rnymides^y which ferment glu- 

fo'rm' type.There was a marked decrease' eoise;''nnd' maltose bht not mannitol, are 
of all bacteria after treatment with massive- ■■■'Separated by, the distinctive character of 
doses of PABA. After , an, tnterir^/of''4, ''' the mycelioid'',^ant colony formed by the 


able to breed animals germ-free through a 
number of generations so that a piirc^ strain 

can be developed. 

Production of Sitieptothrioin in Shake 
Flasks and 80-G,allon Tanks. R . E . 
Bennett, Research Department, (Com¬ 
mercial Solvents (Corporation, Torre 
Plaute, Indiana. 

Review of Literature on the Gardio- 
lipin Antigen in the Serodiagnosis 
OP Syphilis. Margaret Eiggenhotham, 
South Bend Medical Laboratories, Soutli 
Bend, Indiana. 
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latter species on gelatin agar plates. The 
two species that ferment glucose but not 
maltose (Bacillus mesentericus and Bacillus 
subtilis, Marburg) are differentiated by the 
inability of the former to hydrolyze starch. 
Finally, Bacillis brevis is recognized by its 
failure to attack glucose. 

Some Unusual Salmonella Types Found 
IN Texas. MacDonald Fulton ^ Uni¬ 
versity of Texas School of Medicine, 
Galveston. 

A report was made of 7 isolations of S. 
panama from man, 2 of S. ruhislaw from two 
dysenteric monkeys, 3 of S. habana from 
diarrhea in adults and children, and 1 of 
B. bareilly from a child wdth diarrhea. 
Previous isolations of these species else- 
"where w'ere reviewed. These are the first 
strains of B. ruhislaw to be reported from 
the monkey, and the second occurrence of 
B. habana to be reported anywhere. 

A Presumptive Medium Dipperentiat- 
ING PaRAGOI^ON from SALMONELLA CUL¬ 
TURES. Martha Chilton^ University of 
Texas School of Medicine, Galveston. 
Carbohydrates fermented by various 
paracolon strains but not by Salmonella 
types were combined to give a new multiple- 
sugar broth. Fermentation in this broth 
within 24 hours indicated that a culture was 
probably a paracolon bacillus, if the use of 
polyvalent Shigella antiserum and a test 
for urea hydrolysis has excluded Shigella 
and Froieusj respectively. The medium 
contained 0.5 per cent each of adonitol, 
esculin, salicin, and sucrose. Kovacs* 
test for indole, performed on all cultures 
negative at 24 hours, further increased the 
detection of paracolon strains by this 
medium. In conjunction with the fermen¬ 
tation of lactose in agar slants containing 
10 per cent carbohydrate, over 80 per cent 
of 262 paracolon strains.tested were iden¬ 
tified in 1 day. 

The Selective Action of Penicillin in 
THE Isolation of Brucella abortus 
FROM Milk. Melon A. Lacy^ L. J, Rode, 
and F. T. Schuhardt^ Brucellosis lie- 
search Project of the Clayton Foundation 
at The University of Texas, Austin. 
Pooled milk samples from the four quad- 


ants of the udder were collected in sterile 
test tubes by hand milking from 564 cows. 
The cream from these samples was plated 
in duplicate on the usual gentian violet 
tryptose agar (GVTA) and on this medium 
containing 1 Oxford unit of penicillin per 
cubic centimeter (PGVTA). Brucella abor¬ 
tus colonies were isolated a total of 87 times 
from the twm media. In 68 instances B. 
abortus was isolated on the PGVTA and 
not on the duplicate GVTA. In only 1 
instance was the reverse of this situation 
true. In 20 instances the PGVTA plates 
showed more than 50 B. abortus colonies, 
whereas not one of the GVTA plates showed 
more than 50 colonies. In 12 instances the 
PGVTA plate showed more than 50 colonies 
of B. abortus, whereas not a single colony 
was found on the duplicate GVTA plate. 
B, abortus was isolated from 86 (15.24 per 
cent) of the 564 samples on PGVTA and 
from 29 (5.14 per cent) of the samples on 
GVTA. 

Single Spirochete Infections in Experi¬ 
mental Relapsing Fever. Martha Wil~ 
herson and V. T. Schuhardt, The Uni¬ 
versity of Texas, Austin. 

Microcapillaries approximately J-inch 
long and 10 micra in diameter were filled 
with diluted blood serum containing spiro¬ 
chetes. These were mounted in saline and 
examined with the 4-mm objective using 
dark-field illumination. Those capillaries 
containing one spirochete ivere placed in 
the lumen of a hypodermic needle which had 
been partially plugged with agar and which 
was attached to a syringe containing saline. 
The contents of the syringe and needle were 
then injected into the peritoneal cavity of 
a rat- 

Four of eleven rats so inoculated de¬ 
veloped relapsing type infections. The 
infection sequences were followed by the 
examination of uniform (0.01 ml of a 1:20 
dil.), daily, dark-field preparations of tail 
blood. The incubation period ranged from 
5 to 7 days, and the number of relapses 
varied from 1 to 3. In general the infection 
sequences were similar to those resulting 
from tick bite infections. 

Serological ' Aspbkjts '' riF ■ ^ owaa ^ 

■ Phenomenon in ' Rats ' Infe'CTED'' with 
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Single Spirochetes (Borelia recur- 

EENTIS VAR. TUBICATAE). V, T. Schu- 
hardt and Martha Wilherson^ The Uni¬ 
versity of Texas, Austin. 

Antisera, collected from each of four rats 
30 days after infection with single spiro* 
chetes, showed spirocheticidal activity 
against all antigenic varieties tested (attack 
passage, various relapse passage, and brain 
passage spirochetes of single-cell-infected 
and tick-infected rats). Thus, it -would 
appear that each spirochete accomplishes 
all the possible antigenic variations char¬ 
acteristic of that particular strain during the 
course of the infection in the white rat. 

Antisera collected from infected rats on 
the second day after the termination of each 
attack and relapse and on the thirtieth day 
after infection showed a constantly rising 
spirocheticidal titer against various strains 
of the spirochetes. This tends to confirm 
the concept that once spirochetes have 
taken part in an attack or relapse that 
particular antigenic variety cannot recur in 
subsequent relapses. 

Antieickettsial Activity op paba-Amino- 
BENZOic Acid (PABA) : Evaluation and 
Significance of PABA Blood Levels 
IN Guinea Pigs with Reference to 
Spotted Fever Treatment. Ludwik 
Anigstein and Dorothy M. Whitney^ De¬ 
partment of Preventive Medicine and 
Public Health, University of Texas 
School of Medicine. 

An attempt was made in this study to 
investigate the correlation between the 
mode of administration of p-aminobenzoic 
acid (PABA) and its plasma concentration 
in the infected host with the course of 
spotted fever. 

Significant differences have been found 
in the mode of administration since the com¬ 
pulsory oral or parenteral supply of the 
drug, resulting in free PABA levels as high 
as 43 to 69 mg per cent, had little effect on 
the progress oi the disease. Natural feed¬ 
ing, providing a frequent intake or an al¬ 
most constant supply of PABA in small 
doses, corroborated previous results. Un¬ 
der these conditions, 0.3 g of PABA per 100 
g body weight per day was found effective, 
particularly when protein (soya) and cal¬ 
cium were added. 


In the plasma of normal and spotted 
fever guinea pigs not treated with any 
drugs, a substance was revealed which gave 
a color reaction matching PABA. This 
substance (DS) appeared only in traces of 
fasting guinea pigs; its level rose after 
normal feeding. No conjugated values 
were found. 

Proteinase Production by Bacillus 
suBTiLis. J. R. Stockton and Orville IFya.-s, 
The University of Texas, Austin. 

Some Effects of Sterilizing Glucose in 
Culture Media for the Gonococcus, 
WITH Special Reference to Cysteine. 
C. E, Lankford^ The University of Texas 
Medical Branch, Galveston. 

Observations on Drug Sensitivity of 
Coliform Organisms during Adminis¬ 
tration OF Pethalylsulfathiazolb 
or Succinylsulfathiazole with Peni¬ 
cillin. R, I. TFfss, E, J, Poth^ and Mary 
P. Slattery^ The University cf Texas 
Medical Branch, Galveston. 

Field and Laboratory Investigations 
OP Epidemic Influenza during the 
Winter of 1945-46. J. V. Irons and 
Oleta Beckf State Department of Health, 
Austin. 

The Use of Anti-Human-Globulin Serum 
AS A Developing Test for Inapparent 
Antibodies. Sol Baherman, J. M. Bill, 
and Katharyn Willis, Baylor University 
Hospital and Southwestern Medical Col¬ 
lege, Dallas, 

An Aerobactbr sp. Producing a Yellow 
Pigment. Robert I. Wise, Mary P, Slat¬ 
tery, and E. J, Path, The University of 
Texas Medical Branch, Galveston. 

Bactericidal Action of Bromine. Or¬ 
ville Wyss and J. R. Stockton, The Uni¬ 
versity of Texas, Austin. 

Influence of Ether Anesthesia on the 
Course of Five Experimental Neuro¬ 
tropic Virus Diseases. Christine Zara- 
fomtis, S. Edward Sulkin, and Cleo 
Eousman Terry, Southwestern Medical 
School, Dallas, 
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Peophylactic, Theeapeutic, and Cuba- 
TivE Tests in Avian Malaria with 
N l” (6-CHLORO-2 -primidyl) metanilam- 
iDE. Wendell Gingrich and Eugenia 
Worley Schoch. University of Texas 
Medical Branch, Galveston. 

Survey of Typhus Kickettsiae in Eat 
Ectoparasites. Lill R. Skinner, Ruth 


Keaton, and /. iV. Murphy, Texas State 
Department of Health, Austin. 

Experimental Studies of Immunity to 
Pertussis in Infants. Wallace Sako, 
University of Texas Medical Branch, 
Galveston. 


CENTRAL NEW YORK BRANCH 
Ithaca, New York, June 20,-1946 


Tbiple>Sugab Iron Agar (Hajna) and 
Lactose-Sucrose-Salicin Broth as Aids 
IN THE Identification of Salmonella. 
Enoin Neter, Children’s Hospital and 
University of Buffalo. 

Since certain Proteus and paracolon bacilli 
in Hajna’s triple^sugar iron agar produce 
reactions similar to those of Salmonella, 
this culture medium was supplemented, by 
a single broth containing 1 per cent lactose, 
5 per cent sucrose, 1 per cent salicin, and 
phenol red as indicator (L.S.S. broth). 
In L.S.S. broth 37 Salmonella strains, 
representing 18 types, and 13 strains of 
Proteus morganii failed to produce acid. 
All 24 strains of Proteus mirabilis, recently 
isolated from feces of children with diar¬ 
rhea, produced acid, 14 within 24 hours, 20 
within 48,22 within 72, and 2 after 72 hours. 
Eight strains, producing the Salmonella 
type of reaction in T.S.I. agar, formed 
acid in L.S.S. broth. Of 21 strains of para¬ 
colon bacilli, 17 caused acid formation in 
L-S.S. broth, namely, within 24 hours (10 
strains), 48 hours (13 strains), and 72 
hours (17 strains), respectively; 4 strains 
did not acidify the medium within 3 weeks, 
L.S.S. broth as an aid in the rapid and 
economic identification of Salmonella is 
discussed. 

Studies of a Glycolytic Stimulant with 
Streptococcus faecalis. C, B. Fomt 
and J. 0. Gunsalus, Laboratory of Bac¬ 
teriology, Cornell University. 

During the course of difierential fermen¬ 
tation studies, the rate of fermentation of- 
cell suspensions and dried cells of lactic acid 
bacteria was found to decrease rapidly 
when the cells were stored. Yeast extract 
and a number of other natural materials 


were found to stimulate glycolysis of the 
cells. 

Yeast extract and acid-hydrolyzed yeast 
extract have been fractionated and the 
nature of the active material has been par¬ 
tially determined. A number of the as-yet - 
unidentified growth factors described in the 
literature possess properties in common 
with the glycolytic stimulant observed in 
these studies. 

Cells harvested from a phosphate-buffered 
glucose tryptone yeast-extract medium 
after 18 hours, final pH 4.5, showed a Q© 
of about 100; these were stimulated by the 
addition of yeast extract to a Qa of 200 to 
400. Fructose is also fermented by these 
cells, though more slowly, and shows ap¬ 
proximately the same degree of stimulation. 
Fractionation of acid-hydrolyzed yeast 
extract by butyl alcohol extraction left 
most of the activity in the aqueous residue. 
When further separation suggested that the 
histidine fraction possessed activity, this 
amino acid was tested and found to account 
for a portion of the yeast extract stimula¬ 
tion. In the presence of histidine the ad¬ 
dition of glutamic acid or glutamine would 
further increase the stimulation. 

Studies have been undertaken to deter¬ 
mine whether this factor is acting directly 
on the glycolytic system and to locate the 
site of action. 

The Production of Gaseous Nitrogen 

FROM Nitrate by the Legume Bacteria. 

J. K. Wilson, Department of Agronomy, 

Cornell University, Ithaca. 

It is known that the legume bacteria 
under certain conditions can reduce nitrate 
to nitrite. If this occurs and certain or¬ 
ganic and inorganic compounds are present 
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in an acidic eiiviromnentj the nitrous acid 
produced will react with such compounds 
and gaseous nitrogen will be liberated. 
Slopes containing nitrate that were inocu¬ 
lated with the bacteria and cultured for a 
few days and then plugged with some of the 
same medium developed sufficient gas to 
split the agar in about 36 hours. The gas 
was neither oxygen nor carbon dioxide, and 
was not inflammable. Since the legume 
bacteria reduce nitrate to nitrite, and since 
amines w^ere supplied in the medium, it 
seems reasonable to conclude that the gas 
was nitrogen. 

The Babkening of Maple Sybup Due to 
Bacteeial Action. C. S. Pedenon and 
F. W. Haywardj N. Y. State Agricultural 
Experiment Station, Geneva. 

The chief factor in grading the quality of 
maple syrup is color; light-colored syrup 
usually has a more delicate maple flavor 
than dark-colored syrup. 

The color of maple syrup depends upon 
the alkalinity of the sap and the invert 
sugar content. The growth of bacteria 
causes a temporarily increased alkalinity 
and the inversion of sucrose, which, in turn, 
result in darker-colored syrup. The bac¬ 
teria grow at temperatures slightly above 
the freezing point and cause significant 
deterioration in color. 

Cleanliness of equipment and rapid hand¬ 
ling of the sap, therefore, are very important 
factors in the production of high quality, 
light-colored maple syrup. 

The Disapfeaeance of Hemophilus per¬ 
tussis FROM Infants Treated with 
Streptomycin. Elizabeth Day and WiD 
Uam I. Bradford, University of Rochester, 
Rochester. 


The Antibacterial Action of Streptomy¬ 
cin IN Experimental Brucellosis of 
Guinea Pigs. H . L . Gihnan and IF. R, 
LeGrow, Veterinary College, Cornell Uni¬ 
versity, Ithaca. 

The Resistance of the Gonococcus to 
Penicillin in vitro. Charles M. Car- 
•penter, Leif G. Suhrland, and Martha 
Mormon, University of Rochester, 
Rochester. 

Selection of Salmonella and Shigella 
Cultures for Typing. IF. //. Ewing, 
Veterinary College, Cornell University, 
Ithaca. 

The Relation Between Enzyme Activity 
AND Viability in Disinfection . Martha 
Roberts and Otto Rahn, Laboratory of 
Bacteriology, Cornell University, Ithaca. 

The Oxalate Salt of p-Aminodimethyl- 
aniline, a Reagent for the Oxidase 
Test. Charles M, Carpenter and Leif G, 
Suhdand, University of Rochester, Ro¬ 
chester. 

The Nature of the Keratin Formed tk 
Rabbit Papillomatosis (Shops) . Henry 
W. Scherp and Jerome T, B'yverton, Uni¬ 
versity of Rochester, Rochester. 

SoAiE Relations Between Weed Killers, 
Insecticides, and tee Microorganisms 
IN THE Soil. /. Ii. Wilson and R , 8 . 
Choudri, Department of Agronomy, Cor¬ 
nell University, Ithaca. 

Viruses and Cancer. (1 hour.) Jerome 
r. Byoerton, University of Rochester, 
Rochester. 



THE SEROLOGICAL RELATIONSHIP BETWEEN ERWINIA 
TRACHEIPHILA AND SPECIES OF SHIGELLA 

E. P* ELROD 

Department of Animal and Plant Pathology, The Rockefeller Institute for Medical Research, 

Princeton, New Jersey 

Received for publication June 19, 1946 

The iinnxunological relationship of species and strains of species of the genus 
Shigella has been studied extensively (Weil, Black, and Farsetta, 1944; Wheeler, 
1944; Weil, Barnes, and Binder, 1945; Wheeler and Stuart, 1946). Minor 
antigenic factors common to Shigella and certain Salmonella (Bomstein, Saphra, 
and Daniels, 1941), paracolon (Ferguson and Wheeler, 1946; Wheeler, Stuart, 
and Ewing, 1946), and coliform organisms (Stuart, Rustigian, Zimmerman, and 
Corrigan, 1943) also have been recognized. Slesinger and Elrod (1946) have 
also encountered cultures of Proteus rettgeri, from apparently typical Kligler 
slopes, which when spot-agglutinated in polyvalent Shigella 'paradysenteriae 
antiserum gave a definite reaction. For the most part all these organisms have 
a common habitat—^the intestinal tract. They are occasionally found elsewhere 
but, except in the case of some coliforms, are never associated with plants. 

The genus Erwinia, composed of the peritrichous, gram-negative plant patho¬ 
gens, has been included in the family Enterobacteriaceae, The obvious similarity 
of the soft-rot members of this genus {E. carotovora, E. aroideae, etc.) to the 
' Escherichia-Aerobacter group has long been recognized. There are, however, 
few studies to interrelate other Erwinia species with more remote members of the 
family, in a preliminary examination Elrod (1942) found many serological 
linkages between the genus Erwinia and the genera Proteus, Salmonella, Escher¬ 
ichia, and Aerobacter. Six soft-rot, four E. amylovora, one E. lathyri, and 
one E. solids immune serums were employed. These were tested against 45 
Proteus, 10 Salmonella, and 30 coliform cultures. With the Proteus there were 
93 cross reactions (at 1:40 dilution or better) out of a possible 540 (17.4 per cent). 
The coliform cultures were less active as only 18 of 240 (7.5 per cent) reactions 
were evident. Of 110 possible reactions with Salmonella, 22 (20 per cent) were 
^ positive. The average cross titers were low. The coliform group averaged 530, 
Proteus 210, and Salmonella 125, 

In a recent investigation (Elrod, 1946) pertaining to the inability of certain 
species of Erwinia to reduce trimethylamine oxide, a characteristic of nmny 
strains of Erwinia which is shared in the Enterobacteriaceae only by some mem¬ 
bers of the genus Shigella, it was noted that among these was Erwinia trachei- 
phila, A spot ag^utination test of a suspension of this organism with poly¬ 
valent Flexner serum gave a definite reaction. This did not occur with other 
trimethylamine-negative Erwinia species, i.e., E, amylovora, E. phytophihora, 
E. solanisapra, md some strains of E. carotovora and E, aroideae. It 'seenied 
expedient to investigate further this agglutination reaction to deternnne, if pos- 
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siblej whether or not primary or secondary Shigella factors were involved and to 
ascertain the frequency of common factors between species of Shigella and E. 
iracheiphila. 


EXPERIMENTAL 

Three strains of Erwinia tracheiphila were available for this studyThey 
have been indicated as Tl, T3, and T4. Needle puncture inoculations revealed 
that all three were pathogenic on the common cucumber. The plants showed 
evidence of wilt in 6 to 7 days and all infected runners were dead in 12 to 14 days. 

From previous platings colonies were selected that were smooth, easily ho¬ 
mogenized in 0.9 per cent saline, and not agglutinated by trypaflavine (1:500). 
These were used for the preparation of the antiserums. Hyperimmune serums 
were made for 2 of the 3 isolates (Tl and T3). The antiserums were prepared 
in two ways. One pair of rabbits was injected with living saline suspensions of 
the respective organisms. Another two were immunized with suspensions that 
had been boiled for 60 minutes to destroy the flagellar antigens. 

The agglutination tests were set up in the usual way, incubated for 18 hours at 
56 C or 45 C, followed by several hours^ incubation in the cold. At all times the 
agglutination occurred in the granular fashion usually attributed to somatic 
factors. Reciprocal absorption showed the two strains of Erwinia iracheiphila 
(Tl and T3) used for immunizing to be serologically identical. Elrod (1942) 
found that four strains of the cucumber pathogen were antigenically alike. 

Cross-agglutination experiments were conducted using Erwinia tracheiphila 
suspensions as antigens and unabsorbed Shigella serums.^ These results are 
tabulated in table 1. It was found that agglutinating suspensions of E. trachei¬ 
phila that had been boiled for 60 minutes gave sharper results and therefore were 
used exclusively. Although the degree of agglutination of the plant pathogens 
never equaled that of the homologous Shigella strain, it was often considerable 
and marked. This was true in S, paradysenteriae types I, III, IV, P288, and 
P143 antiserums and to a lesser extent in serums prepared against type VI, 170, 
S, dysenteriae, and S. alkalescens. The degree of agglutination of all three iso¬ 
lates was about the same. Of the available Shigella antiserums only S, para- 
dysenteriae type Il(Vn), V, and D19, and S. arnhigw failed to agglutinate the 
E, tracheiphila cultures. All the Shigella antisemms employed had homologous 
titers of 1,280 or 2,560. 

The cross reactions of the various Shigella species in Erwinia tracheiphila 
antiserums are listed in table 2. The two antiserums employed had homologous 
titers of 1,280 to boiled suspensions. Those rabbits immunized with living mo¬ 
tile cultures produced serums that agglutinated the homologous living suspen¬ 
sions of Tl and T3 to 10, 280 and 20,560, respectively. Most of the agglutina¬ 
tions were flagellar, and the resulting Shigella crosses were not so strong as in the 

^ l am indebted to Br. S. P. Doolittle, Bureau of Plant Industry, Beltsville, Maryland, 
for these cultures. 

® These antiserums were prepared by Miss Marion Orcutt, The Eockefeller Institute for 
Medical Eesearch, Princeton, New Jersey. 



1946 ] 


EKWINIA TEACHEIPHILA AND SPECIES OF SHIGELLA 


407 


serums prepared with the heated suspensions. For the most part the reactions 
in the s,iiti4Tacheiphila serums reciprocated those that occurred in the Shigella 
antisemms. Flexner type IV gave the strongest reaction (640), whereas type I, 
III, X, Y, and P288 were evident but weaker. Shigella dysenteriae, S. alka~ 
lescensj and Sachs^ type Q1167 gave definite reactions. Shigella paradysenieriae 
types II(VII), V, VI, 170, P143, P274, Dl, and D19 failed to agglutinate. This 
was true of other types of Shigella — S. sonnei^ S. ambigua, S. etousae (Lavington 
type), and Sachs^ Q454. 

Absorption experiments were conducted on one of the Erwinia iracheiphila 
antiserums. The absorption by any of the reactive Shigella organisms removed 
the antibodies for the absorbing organism in each case, but the homologous 

TABLE 1 


Cross-agglutination reactions of Erwinia iracheiphila in Shigella antiserums 


ANTISEatTM 

HOMOLOGOUS TITER 

CULTURE OF E. TRACHEUPHILA AGGLUTINATED 



T1 

T3 

T4 

S, paradysenteriae ' 

I i 

1,280* 

320 

160 

320 

II(VII) 

1,280 

<40 

<40 

<40 

III 

2,660 

320 

160 

320 

IV 

1,280 

320 

320 

160 

V 

2,560 

<40 

<40 

<40 

VI 

2,560 

160 

160 

160 

P288 

2,560 

640 

320 

320 

170 

1,280 

80 

80 

80 

P143 

1,280 

320 

160 

160 

BIO 

2,560 

<40 

I <40 

<40 

S. dysenieriae 

2,560 

160 

160 

160 

S. ambigua 

1,280 

<40 

<40 

<40 

S. alkalescens 

1 1,280 

160 

160 

160 


* Eepresents reciprocal of highest dilution showing macroscopic agglutination. 


titer never was affected (table 3). By and large, these absorptions had only 
minor effects on the remaining Shigella reactions. Likewise absorption of P288, 
IV, and S, antiserums by E. iracheiphila (not tabulated) did not ap¬ 

pear to affect the homologous reactions. It is to be assumed then that we were 
dealing with a multitude of secondary antigens. 

Nevertheless, in an effort to determine whether the common components 
could be identified as known Shigella antigens (and not having the necessary 
absorbed serums at hand), we sent heated suspensions and cultures of the cucum¬ 
ber pathogen to Dr. K. M. Wheeler. He reported in part as follows: “Suspen¬ 
sions T1 and T3 and culture T1 [the only one submitted] gave just about the 

same reactions_I obtained a positive agglutination with the polyvalent 

Flexner serum, S* alhalescens and polyvalent Boyd^s group serums. None of the 
agglutinations were strong, however. Single factor tests were positive with 
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Flexner group 3 serum and Boyd P288 serum.... I doubt if the antigen could be 
identified with any of the known components of the dysentery group.” 

TABLE 2 


Croes’■agglutination reactions of Shigellae in Erwinia iracheiphila antiserums 


crnGmim agglutinaxed 

ANTISERUM Tl 

ANTISERUM T3 

S, paradysenkriae 



I 

80 

160 

II (VII) 

<40 

<40 

III 

160 

80 

IV 

640 

320 

V 

<40 

<40 

VI 

<40 

<40 

X(vn) 

40 

40 

Y(VIII) 

160 

160 

P2S8 

80 

160 

170, P143, P274, Dl, D19, S. sonnei, 

<40 

<40 

S. ambiffuay S, etousae 



8. alkalescent \ 

160 1 

160 

Saclis' Q454 

<40 

<40 

Sachs^ Q116T 

80 

80 

E. tracheiphila (Tl) 

1,280 

1,280 

E. tracheiphila (T3) 

640 

1,280 


TABLE 3 

Absorption of Erwinia tracheiphila (Tl) antiserum by Shigella 


ORGANISM agglutinated 

absorp¬ 

tion 

I 

III 

IV 

y 

P288 

5. 

dysei*’' 

teriae 

t 5. 
aika- 
lescens 

QU67 

8, paradysmkriae 

I 

80 

<40 

40 

<40 

<40 

80 

j 80 

40 

80 

III 

160 

80 

<40 

<40 

40 

80 

' 160 

‘ 80 

80 

IV 

640 

160 

320 

<40 

80 

160 

320 

320 

' 320 

Y 

160 

80 

40 

<40 

<40 

60 

160 

160 

80 

P288 

80 

80 

80 

80 

80 

<40 

40 

40 

80 

8. dysenteriae 

160 

160 

160 

160 

160 

160 

<40 

160 

80 

8, alkalescent 

160 

160 

160 

160 

160 

80 

80 

<40 

80 

Sachs^ Q1167 

80 

80 

80 

80 

80 

80 

<40 

<40 

<40 

E. tracheiphila (Tl) 

1280 

mo 

1280 

1280 

1280 i 

1280 

1280 

1280 ; 

1280 

E. tracheiphila (T3) 

640 

640 

640 

640 

640 ' 

640 

640 

640 

640 


Cultures and suspensions were submitted, also, to Major P. R. Carlquist of the 
Army MedicaJ school. He, too, found that all three of the strains reacted in 
Shigella alk<}Mscms type I serum and that Tl reacted in Boyd P288 serum. He 
employed a larger group of serums and found that all the suspensions gave a 
+4“ or H“4'+ reaction with S. dysenteriae serum, and that T3 and T4 reacted 
weakly in Sachs’ Q1167 antiserum. 
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DISCUSSION 

It is evident that the reactions herein recorded between Erwinia trmheiphila 
and Shigella species, although numerous, are minor. Wheeler (1944) in his 
studies of Shigella paradysenieriae has designated many group components 
among types of this species. Weil et al, (1944), on the other hand, refer to these 
components only as secondary antigens. Our absorption studies and the tests 
made in other laboratories with specific absorbed serums have indicated that the 
factors were not identifiable with the primary Shigella factors. It is apparent 
that the interacting components comprise only small portions of the antigenic 
pattern of Shigella types and E. tracheiphila, and because of our incomplete 
knowledge of such secondary factors cannot be identified positively with known 
Shigella components. Dr. Wheeler found some evidence that his group Z com¬ 
ponent was responsible for a part of the reaction. This portion is not evident in 
P288, /S. alhalescem, and other reacting organisms and is only one of several 
small factors. 

Erwinia tracheiphila is a well-defined plant pathogen. It satisfies all the 
requirements of the genus Erwinia as recently defined by Borman, Stuart, and 
Wheeler (1944). Like Shigella and ProsMgella it is anaerogenic in its action 
on glucose and other carbohydrates, but unlike the members of these genera 
E, tracheiphila readily attacks salicin. Although it was omitted by the fore¬ 
going authors in their consideration of the Erwinia, it definitely deserves a place 
with E. amylovora and E. saliais. The bacterium is pathogenic to many, but not 
aU, of the Cucurlitae, and in nature is transmitted by the cucumber beetle. It 
easily survives this insect environment, passing through the alimentary tract 
without harm. It has been shown to overwinter in the adult beetle, and there is 
evidence of multiplication in the insect vector. Primary infections in the spring 
originate from the feeding punctures of such beetles (Hand and Cash, 1920; Rand 
and Enlows, 1920). The limited host range, its dependence upon insect trans¬ 
mission in the natural state, the relative biochemical inactivity, and the apparent 
serological homogeneity of E. tracheiphila indicate a high degree of specialization. 

One may hypothesize, also, that Shigella represents an advanced state in the 
evolutionary progress of the Enterohacteriaceae. Here is found a normal habitat 
limited to the intestinal tract, a relative biochemical inactivity, especially in 
certain species, and an antigenic make-up less diverse than the more primitive 
forms. Although the evolutionary paths of Shigella and Erwinia tracheiphila 
have taken different directions one may postulate that there was a single origin 
which manifests itself now in common antigenic fragments. In view of the 
morphological and biochemical similarity of the two it is considered that the 
common antigenic factors do represent the remnants of a common origin. The 
phenomenon of para-agglutination, as discussed by Mackie (1939), which so 
often has been considered in heterologous reactions between intestinal organisms 
of different genera, is not a factor in this case. As comparative studies are made 
of groups within the Enterobaeteriaceaej this common origin seems more and 
more evident. The immunological relations between E. tracheiphila and species 
of Shigella further emphasize the intergraded relationships that exist throughout 
the family. 
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SXTMMABY 

It was observed that suspensions of Erwinia tracheipMla agglutinated in many 
Shigella antiserums. Likewise a number of Shigella organisms reacted in E. 
tracheipMla antiserum. The resulting titers were not high but reacted on 
occasion 50 per cent of the homologous reaction. 

In specific Shigella paradysenteriae antiserums it was not possible to identify 
the active Shigella factors. Absorption of E, tracheipMla antiserum revealed 
that a multiplicity of minor antigens were involved. 

The possibility of a common origin for Erwinia iracheiphila and the genus 
Shigella is discussed. 
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The use of the electron microscope in bacteriology has yielded much new in¬ 
formation regarding the structure of the bacterial cell (Mudd, 1944; Mudd and 



Fig. 1. An Electeon Miceogkaph op Escherichia coli Mounted on Collodion 
FROM A Distilled Water Suspension and Heavily Shadowed with 
Gold to Show the Wrinkled Surface 


Anderson, 1944), On the other hand, the possibility has always been recognized 
that certain relationships might be altered by artifacts introduced by the treat- 

^The authors wish to thank Dr, Stuart Mudd of the University of Pennsylvania for his 
interest and for reading the manuscript of this note. 
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ment Avhicli the oi*ganisms undergo in the preparation of the specimens for the 
electron microscope. Eecent work in this laboratory has provided some infor¬ 
mation regarding the existence and nature of such artifacts and has led to a iieAv 
method of preparation that avoids many of the difficulties in tlie case of some 
organisms that can be cidtured on solid media. 



Fig. 2. An Electron Micrograph of a GoTjO-shadowed Replica of 
Serr-atia marcescens 

The bacteria were mounted on a glass slide from a distilled water suspension. The 
replica was made of this mount and subsequently shadowed. One cell in the field shown 
adhered to the collodion. 

The ordinary method of mounting bacteria for examination in the electron 
microscope involves suspending the organisms in distilled water, placing a 
small drop of the suspension on a specimen screen provided with a supporting 
membrane, and allowing the water to evaporate. There are several points in 
this procedure at which artifacts may be produced, including the initial dis¬ 
turbance of the bacteria on removal from the culture, the effects of the distilled 
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water, and the subsequent desiccation. Placing the mounted specimen in the 
vacuum of the electron microscope and subjecting it to intense electron bombard¬ 
ment may also introduce artifacts. 

Relatively little work has been done on the determination of the exact nature 
and extent of these artifacts. From an investigation of the effects of distilled 



Fig. 3. A Low Magnification Electron Micrograph of Sbrratia margescens 
Prepared According to the Method Described 

This specimen was taken from a 5-hour agar plate culture 


water on Bacillus subiilis and Escherichia coli it was concluded that, although 
there is a steady disintegration of the cells in suspension, the first few minutes do 
not appreciably affect the electron microscope images (Hilher and Kurkjian, 
1944). This work did not exclude the possibility that thex'e is a sudden change 
of morphology when the suspension is made. A light microscopic investigation 
of the effect of vacuum on bacterial films gave negative results within the resolu- 
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tion limits of the instrument. High magnification observations in, the electron 
microscope have indicated that, except at extremely high electron intensities, 
there is no change in morphology as bacteria are brought into the electron beam. 

In the present -work a further investigation of the artifacts in electron micro¬ 
graphs of bacteria has been conducted using various modifications and coTnl)ina- 



Fig. 4. Higher Magnification Electron Micrograph of a Similar 
Preparation Showing Some I,ntracellulae (Granules and 
A Slight Evidence of Shrinkage 


tions of the replica technique of Schaefer and Harker (1942) and the shadowing 
technique of Williams and Wyckoff (1946). It was observed first that many 
types of bacteria presented a characteristic wrinkled and flattened appearance 
when mounted in the conventional way and subsequently heavily shadowed with 
gold (figure 1). It was then found that gold-shadowed replicas of bacterial 
films from distilled water presented the same appearance (figure 2). Now the 
cells of which replicas were obtained had not been in a vacuum, since, in this 
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ii collodion replica was made of a dried film on a microscope slide 
before sluidoAving. It can be concluded, therefore, that the wrinkling and 
flattmiing is a result of the initial desiccation and that introduction into the 
vaiaiuin of the microscope introduced little, if any, further change. Replicas of 
dri(Ml l)acteria Avhidi had been dispersed initially in a fixing agent showed the cells 
to 1)(^ smooth and rounded. 



Fig. 5. An Enlargement of Part of Figure 4 Showinc^he Growth of the 
Flagella on the Surface op the Agar and a P inely .Divided Material 
Surrounding the Bacterial Cells 


These observations led to an attempt to obtain a replica of a growing agar 
plate culture. The technique which was tried consisted simply of flowing a 1 
per cent solution of collodion in amyl acetate over a small and young colony, 
allowing it to evaporate to dryness, floating the collodion film off on a water 
surface, and shadowing the replica surface with gold after mounting and drying. 
The technique produced the unexpected results shown in figures 3 to 5. Instead 
of obtaining a replica we found that a surface layer of the culture was removed 
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intact by the collodion and that the subsequent handling produced littlcj if any^ 
change in the appearance of the preparation. 

It now appears that, for the study of some bacteria which can be grown on agar- 
like solid media, this technique has advantages over the conventional one. 
The most obvious ad^'antage comes from the possibility of studying the bacteria 
in the environment in which they were grown. Tlagella and bacterial excretions 
which are usually distorted or lost in the older method of preparation can now 
be studied without disturbing their exact relationship to the bacteria in the grow¬ 
ing colony. In fact, the appearance of the flagella in figure 5 suggests to the 
authors that thev" may perform functions other than as organs of locomotion. 
Since the phj^sical relationship of the cells in the growing colony is preserved, it 
should now be possible to make an accurate correlation between changes in 
morphology and the processes of cell division. Although the method does not 
inliereiitly eliminate the possibility of artifacts due to contact between the cells 
and distilled water, none of the characteristic artifacts have been observed—a 
fact which may possibl}' be due to a fixing action of the collodion solution. 
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Small colony variants of several species of bacteria have been described 
(Hadley, Delves, and Klimek, 1931; Hoffstadt and Yonmans, 1932; Koser and 
Dienst, 1934; Duff, 1937; Haddow, 1938; Kuhn and Sternberg, 1931). Their 
recovery has usually been a matter of chance, because of their sporadic occur¬ 
rence, with one exception: Youmans (1937, 1942) has reported the regular ap¬ 
pearance of small colony variants in 17 strains of staphylococci in response to 
barium chloride. References to small colony variants of Escherichia coli are rare* 
Hadley, Delves, and Klimek (1931) mention briefly that forms similar to ‘‘G’’ 
forms of the Shigella group extensively studied by them w^ere recovered from 2 
strains of E, coli; and Kuhn and Sternberg (1931) found small colony variants in 
45 strains of E, colip among other organisms. The present report deals with the 
production of small colony variants of E. coli with 2-methyl-l ,4-napthoquinone 
and is believed worth recording because of the frequency of their appearance, 
the purity of the phase obtained, and their possible significance in regard to the 
mechanism of the antibacterial action of this quinone. 

METHODS 

MacLeod’s (1940) synthetic medium dispensed in accurately measured 
amounts in 8-by-l-inch test tubes was used. 2-Methyl-l, 4-naphthoquinone 
was dissolved and diluted aseptically in 80 per cent acetone and added in 1-ml 
amounts to 24 ml of medium either before or after the medium was autoclaved 
at 10 pounds’ pressure for 20 minutes. Dilutions of the quinone were adjusted 
to give a series of final concentrations varying from one which was bactericidal 
in 24 hours to one which permitted normal growth in 24 hours. The final dilu¬ 
tions usually employed were 0.0025, 0.00125, 0.000625, and 0*0003125 per cent. 
Acetone and water controls were included in each series. To eliminate the possible 
effects of acetone, the water-soluble sodium bisulfite addition product of 2- 
methyI-1,4-naphthoquinone was employed in a similar manner. Although 
minimum effective bacteriostatic and bactericidal concentrations of this product 
were somewhat variable (Colwell and McCall, 1946), 0.04, 0.02, 0.01, and 0.005 
per cent usually sufficed for the desired range. 

Four strains of E, coli were employed. Three were old stock laboratory 
cultures,^ and one was freshly isolated from human feces. All were purified by 
repeated plating and picking of single colonies, and before use purified strains 

^ Two were obtained through the courtesy of Dr. A, W. Walker of the Department of 
Bacteriology, Horthwestem University Medical School, Chicago, Dlinois, and the third 
from Dr* Harriinan of the Research Laboratories of Armour and Company, Chicago, 
Illinois. ' ' , . ' . 


417 



418 


CHABLOTTE A. COLWELL 


[voL, 52 


Were subcultiired at least 6 times in asparagine medium to eliminate possible 
traces of peptone. Three strains were non-sucrose-fermenters; the fourth was 
E. coH-communior, The freshly isolated strain and one of the old stock cultures 
w^ere in the smooth phase; the remaining two cultures gave rise to both smooth 
and intermediate RS colonies even after repeated picking of single S colonies. 
This fact possibly indicated a tendency toward instability and dissociation in the 
latter tw’^o strains. The inoculum was 0.1 ml of a 24-hour culture diluted 1:4 
(approximately 800,000 to 1 million organisms per ml of culture medium). 
Bacteriostasis was observed daily by visual observations of turbidity, and each 
tube was streaked daily on nutrient agar without quinone for the study of 
colonial types. Sugar fermentations were studied in peptone water containing 
1 per cent of glucose, lactose, sucrose, or mannitol, gas production being observed 
in small inverted tubes. 


EBSXJLTS 

One tube in the naphthoquinone series was usually clear in 24 hours and very 
faintly turbid in 48 to 72 hours, the turbidity increasing slightly on continued 
incubation. Subcultures from these tubes on nutrient agar without quinone 
usually resulted in 24 hours in a barely visible haze of translucent, pinpoint 
colonies, which increased slightly in size and visibility on longer incubation. 
Sometimes m3aiads of these small colony forms would be interspersed with an 
occasional colony of normal size. Transplants of single colonies of small colony 
variants to fresh agar without quinone at about 5-day intervals frequently 
resulted in maintaining this phase over long periods of time if the fourth or fifth 
transplant was stored in the refrigerator and subsequently transplanted at 
infrequent intervals. 

Small colony variants were recovered in this manner from all four strains of 
bacteria. The percentage of successful trials was greater with the three 
old stock strains than with the freshly isolated strain. Water and acetone 
controls never produced the picture described; an occasional small colony in 
agar streaks of control tubes was the exception, and picking and restreaking such 
a colony (always larger and more opaque than the small colony variants produced 
with the quinone) invariably resulted in pure cultures of “normaF* colonies. 
The water-soluble sodium bisulfite addition product of 2-methyl-l ,4-naphtho¬ 
quinone was as efficacious in producting small colony variants as the quinone 
itself. In general, greater success in the production of small colony variants 
attended the aseptic addition of the quinone to sterilized, rather than to un¬ 
sterilized, medium; although the variants were obtained with medium autoclaved 
after addition of the quinone, and sufficiently often to prove that it was possible 
to produce them in this manner, strains so recovered were somewhat less stable. 

Morphologically, small colony variants were usually indistinguishable from 
their parent strains. Occasionally a strain grew in long filaments, apparently 
lacking normal powers of division. 

When nutrient broth was substituted for the chemically defined asparagine 
medium, small colony variants of E, coU were not obtained. A strain of Staphylo- 
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coccm aureus in 2-methyl-l ,4-naplithoqumone nutrient peptone broth produced 
only occasional unstable small colony variants. Brief trials with strains of 
Aerohacter aerogenes, Bacillus suhtilisj and Bacillus mesentericus in asparagine 
medium containing 2-niethyl-l,4-napthoquinone failed to produce small colony 
variants. 

Reversion of small colony variants of jB. coU, stable on the original plate, began 
not infrequently on the first transfer to fresh agar. Usually one or two large 

TABLE 1 


Biochemical characteristics of small colony variants of Escherichia coli compared with those of 

original and reverted strains 
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* Figures stand for pH as measured by glass electrode, 
t Growth doubtful. 


colonies would appear in the midst of innumerable tiny colonies, and a pure 
culture of reverted forms was procured only by repeatedly picking the larger 
colonies to broth and restreaking. Rapid subculture and cultivation in liquid 
mediums, especially those containing an enrichment such as tryptose or glu- 
cose, favored reversion. Stock cultures of small colony variants transferred 
at infrequent intervals and kept refrigerated often remained stable over a 
period of months, but descendants of the same single colonies would revert on 
rapid subculture. Partial reversion was usually not difficult; complete reversion, 
that is, obtaining pure cultures of reverted forms, was sometimes laborious 
and time-consuming. 
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The stability of some strains of small colony variants made possible a compari¬ 
son of some of their biochemical characteristics with those of the parent and 
reverted strains. Beginning reversion w'as detected in these tests by streaking 
on an agar plate at the time of reading the test; only those cultures proved in this 
manner to consist completely of colonies in the proper phase were included in the 
results shown in table 1. Original cultures, reverted cultures, and small colony 
variants were all methyl-red-positive and Voges-Proskauer-negative. Original 
and reverted strains all reduced nitrates to nitrites and all were indole-positive. 
Small colony variants from two of the four coli strains reduced nitrates and 
produced indole; those from the remaining two strains were indole- and nitrite¬ 
negative. 

Sugar fermentation by small colony variants was interesting in that all 
produced acid, but failed to produce gas, from the same sugars as the parent 
strains except for twm w^hich apparently failed to multiply in mannitol medium. 
Acid production as measured by the glass electrode, how^ever, was less than that 
produced from the same sugars by parent and reverted strains. Original and 
reverted strains grow^g in plain or sucrose broth produced alkaline pH’s; small 
colony variants did not change the pH of plain or sucrose broth significantly. 

DISCUSSION 

Interest in ‘‘G” forms of bacteria has subsided somewhat since the challenge 
by several later investigators of Hadley’s early theory (1931) that they were 
stages in the life cycle of the organism. Confusion attending the small colony 
variant has taken some order with the evidence of Koser (1930, 1934), Swingle 
(1935), Youmans (1937, 1942), Chinn (1936), and others that these organisms 
are merely cells of lowered metabolic activity due to interference or destruction 
of enzymes by conditions somewhat unfavorable for growth. The following 
points lend credence to this view: (a) The conditions under which small colony 
variants are found, as in aged cultures (Hadley, Delves, and Klimek, 1931; 
Koser and Dienst, 1934; S^vingle, 1935) and as in the presence of lithium chloride 
(Hadley, Delves, and Klimek, 1931; Koser and Dienst, 1934; Swingle, 1935), 
barium chloride (Youmans, 1937, 1942), bacteriophage (Kuhn and Sternberg, 
1931), phenol (Duff, 1937), penicillin (Schnitzer, Camagni, and Buck, 1943), and 
2-methyl-l,4-naphthoquinone, are somewhat inhibitory to bacterial growth, 
(b) At least two of the foregoing agents (barium chloride and 2-methyl-l,4- 
naphthoquinone) favor the development of the small colony variant in medium 
poor in growth factors (meat-extract-activator peptone medium and synthetic 
asparagine medium); the same agents in more nutritious broths fail to induce this 
type of variation, (c) In the present work with E. coli, the slow, meager growth 
of the small colony variant, the failure to evolve gas from fermented sugars, and 
lesser acid production from fermented sugars—all point to interference with 
normal enzyme function resulting in lowered metabolic activity, (d) It has been 
shown that the antibacterial activity of 2-methyl-l,4-naphthoquinone is due, at 
least in part, to interference with essential sulfhydryl systems or metabolites 
(Colwell and McCall, 1945, 1946). Sublethal concentrations of the quinone 
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apparently result in sufficient enzyme interference to prevent normal growth, and 
the small colony variant results. 

An explanation for all types of bacterial variation which readily presents itself 
is that the variant is present in the original culture in numbers so small as to be 
undetectable by ordinary methods, but because of its greater resistance to un¬ 
favorable conditions it survives and multiplies when normal cells cannot. This 
theory is not necessarily at variance with the evidence that small colony variants 
are forms of lowered metabolic activity. It is more difficult, however, to provide 
unequivocal evidence that their greater resistance is the reason for their detection. 
Small colony variants of Staphylococcus aureus have been obtained from cultures 
arising from a single cell (Hoffstadt and Youmans, 1938). In view of the knowl¬ 
edge that a single cell does not necessarily produce homogeneous progeny, how¬ 
ever, it does not appear that small colony variants arising from single cell cultures 
provide the answer to the question of their resistance. Hadley, Delves, and 
Klimek (1931) state that their dysentery forms were resistant to bacterio¬ 
phage for the parent strain, but that they had the same thermal death point as 
normal strains. Schnitzer, Camagni, and Buck (1943) state that small colony 
variants of staphylococcus produced either with penicillin or with barium chloride 
were more resistant than the original to both penicillin and crystal violet. You¬ 
mans and Delves (1942), on the other hand, found small colony variants of 
Staphylococcus aureus no more resistant to barium chloride than were the strains 
from which they were derived. In the present work with E. coU, brief tests of 
resistance to heat and to crystal violet indicated that small colony variants were 
as susceptible to inhibition and killing by these agents as were original and 
reverted strains. Multiplication of small colony variants in concentrations of 
2-methyl-l ,4-naphthoquinone that did not permit growth of the normal colonial 
type indicates greater resistance to this particular agent. Their appearance in 
large numbers may have been due either to the multiplication of a few undetect¬ 
able cells in this phase in the original inoculum or to injury of enzyme systems of 
normal cells of the inoculum, resulting in the development of the small colony 
variant. Actually, if the first of the foregoing explanations is accepted, the 
question of the reason for the original small colony variant is still open. The 
weight of the evidence appears to place the responsibility for the small colony 
variant on inhibition or destruction of enzyme systems necessary for normal 
growth by agents with some degree of antibacterial activity. 

SUMMARY AND CONCLUSIONS 

Stable small colony variants of four strains of Escherichia coli were produced in 
large numbers in synthetic medium containing low concentrations of 2-methyI- 
1,4-naphthoquinone. Reversion to forms indistinguishable from parent strains 
was achieved and occurred more readily in media enriched with glucose or tryp- 
tose or both. Inability of small colony variants to evolve gas from fermented 
sugars, weak acid production, and slow, meager growth all indicate that these 
small colony variants are cells of lowered metabolic activity, probably resulting 
from interference by the quinone with enzymes essential for normal development. 
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The possibility that they were present in small undetectable numbers in the 
original cultures and, being more resistant to the quinone, were able to multiply 
and make themselves apparent in quinone concentrations inhibitory to normal 
cell growth has not been ruled out, but it is actually not important in elucidating 
their origin. 
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Studies conducted on the immunochemistry of members of the genus Brucella 
required the growing of comparatively large amounts of these organisms in 
liquid culture medium. The production of a culture which would retain its 
full virulence over a period of six months was one of the major requirements of 
our work. Very little information on the growth requirements of Brucella was 
available in the literature from which to draw any conclusions on the practica¬ 
bility of culturing this group of microorganisms in deep columns of liquid media. 

Although the genus Brucella is known to exhibit pseudoanaerobic growth, a 
property which is put to diagnostic use in the nitrate to nitrite reduction test, 
the yield of Brucella cells in statically grown flasks of tryptose broth is, in 48 to 
72 hours at 37 C, very small except when very shallow layers of media are used. 

An apparatus has been designed for producing, in routine fashion, 15-liter 
amounts of Brucella suis that are characterized by uniformity of yield, a virulence 
as high as that of the parent culture, .and prolonged viability in the presence of 
protective substances such as dextrin. 

EXPERIMENTAL 

Apparatus. The apparatus to be described was constructed of parts which 
are standard equipment and readily available in most laboratories. It has the 
advantage that it may be handled as a unit, which fact facilitates the maintenance 
of sterility. Aseptic sampling of the contents is possible, with no limitation as to 
the size or frequency of the samples. From the standpoint of safety, which is of 
prime importance in studying pathogenic organisms, it can be reported that with 
this apparatus Brucella was produced successfully over a period of several months, 
and that none of the 35 laboratory workers exposed in the operation of the 
apparatus became infected in this period. As sho-wn in figure 1, the apparatus 
is built around a 5-gallon pyrex carboy (6). The mouth of the carboy is tightly 
stoppered with a rubber stopper (8), which is wired to the neck of the carboy and 
sealed with de Ehotinsky cement after sterilization. The various inlet and outlet 
tubes pass through the stopper. The air supply enters through the ah filter (2), 
which is made up of a Kelly infusion bottle filled with nonabsorbent cotton. 
From the air filter the air flow^s through a p 3 a*ex stopcock (1) and then through 
a 2§-by-|-inch Handler filter (3), which serves to break up the air into very fine 
bubbles. The stream of bubbles rises rapidly and deflects against the layer of 
antifoam (7) to give a rotary circulation throughout the entire culture. The 

^ Studies conducted at Camp Detrick, Frederick, Maryland, from September, 1944, to 
July, 1945. 

® 1st Lt., C.W.S., and Major, Sn. C., respectively* 
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air leaves the carboy through the air filter (9). Inoculation is performed through 
the inoculating tube (4), which consists of a 100-ml volumetric pipette cut in half* 
The inoculating tube is stoppered with a long, tightly fitting, cotton-filled gauze 
plug when not in use. Sampling is done through the siphon (5), which ends in a 
pyrex filling attachment. The siphon is kept shut by a Hoffman clamp when 
not in use. The air filters (2) and (9) and the siphon (5) are tied to the neck of 
the carboy by means of iron wire and rubber bumpers, allowing the entire 



Fig, 1. Apparatus for Largb-Scaub Laboratory Aeration 

!• Stopcock. 6. Pyrex carboy. 

2. Air filter. 7. Layer of antifoam* 

3. Mandler filter. 8, Rubber stopper. 

4. Inoculating tube* 9. Air filter. 

5. Sampling siphon* 10. Rubber pressure tubing, 

apparatus to be moved as a unit for operations such as sterilization. The con¬ 
nection of the rubber tubing to the Mandler filter, which is in the culture, is wired 
down with nichrome wire. All connections outside the carboy are w’ired down 
with no. 18 gauge copper wire. The stopcock (1) is kept closed and wired down 
during sterilimtion to prevent backing of the media into the air filter. Because 
of the prolonged high temperatures encountered during sterilization, ordinary 
stopcock greases will not retain their lubricating qualities. It has been found, 
however, that the recently developed silicones, as represented by Dow-Coimng 
silcone, will succelrfully withstand sterilization with maintenance of lubricating 
consisteney. Several alternate aerators have been successfully substituted for 
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the Handler filter. Among these may be mentioned the no. 10 porosity Selas 
filter, aloxite silicon carbide porous tubes (Carborundum Company, 1943), and 
porous carbon diffuser elements (National Carbon Company, 1943). 

Production methods, A description of the production of a typical batch of 
Brucella will best illustrate the use of the apparatus. The stock culture was a 
transplant of Brucella suis strain 1772A obtained from Dr. I. F. Huddleson and 
maintained on tryptose agar slants. The liquid medium consisted of 2 per cent 
bacto tryptose, 0.5 per cent sodium chloride, all adjusted to a pH of 6.8 to 6.9. 
As an antifoam and air baffle a layer of pure lard was used. For 5 gallons of cul¬ 
ture mediiun approximately 0.5 pounds of lard were used. For inoculum the 
surface growth was washed from a 48-hour tryptose agar slant of Brucella suis 
into 100 ml of tryptose saline solution (0.1 per cent bacto tryptose and 0.5per 
cent sodium chloride). The temperature of incubation was 37 C. Aeration was 
maintained at a level of 1/15 volume of air per minute per volume of culture 
medium. Culture control consisted of determination of the numbers of viable 
organisms by the poured agar plate method using tryptose agar, morphological 
purity by gram stain, and colonial variation by observation of the surface growth 
on a tryptose agar streak plate illuminated by oblique reflected light. Virulence 
tests on cultures were performed by injecting graded doses into a series of guinea 
pigs and observing evidences of infection at autopsy 30 days after injection. The 
routine procedure at autopsy included culture of the ground livers and spleens of 
all animals and serological examination. 

The medium and antifoam were poured into the aeration apparatus, and the 
entire unit was autoclaved for 90 minutes at 121 C. After about 20 hours of 
cooling to 37 C, the batch was left in the incubator for 24 hours to test the efficacy 
of the sterilization. If the holding period demonstrated that the medium was 
sterile, the batch was inoculated by pouring the washings from a 48-hour tryptose 
agar slant of Brucella suis through the inoculating tube. Aeration was initiated 
immediately after inoculation and maintained throughout the growth period at a 
rate of 1/15 volume of air per volume of culture per minute. Samples were 
removed periodically through the sampling siphon for plate count, gram stain, 
and observation for colonial variation. Maximal growth under these conditions 
was found at approximately 65 hours after inoculation, and a viable organism 
count of 1 to 2 X 10^® per ml was typical for Brucella suis. Brucella abortus and 
Brucella meliiensis grown under the same conditions gave somewhat lower yields. 

Growth of Brucella suis in aerated liquid culture. The response of Brucella mis 
to the growth conditions present in the apparatus just described is illustrated in 
table 1. The results presented in this table are representative of many of the 
early lots. The growth curve of the organisms m the aerated liquid medium 
resembles that obtained in flasks containing shallow layers of medium agitated 
vigorously during the growth period. A later series of 10 lots unifomoly har¬ 
vested after 65 hours of growth is presented in table 2, The increased yields 
shown in table 2 are more apparent than real, reflecting as they do increased 
familiarity with the production technique and more accurate assays of the viable 
count in the samples. . ■ 
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. Aeration versus agitation. In deep culture, as represented by the 5-galloE 
carboy, it was questionable to what extent the aeration per se was the limiting 
factor, as compared with the agitation involved. In a recent review. Becze and 
Liebmann (1944) summarize knowledge of the biochemical mechanism of aera¬ 
tion with special reference to yeast production. It is generally thought that 
aeration is important as a means of continually replenishing the oxygen supply, 
which is necessary because of the low solubility of oxygen in the culture medium, 
and because the sterilization process eliminates practically all the dissolved 
oxygen that was originally in the medium. It is also believed that aeration 

TABLE 1 


The growth of Brucella suis (t77BA) in a 5-gallon carboy culture apparatus 


TIME 

VIABXE ORGANISMS X 10® EER ML 

Batch A 

Batch B 

hours 



24 

1.5 

1.9 

48 

4.1 

12.0 

72 

9.5 

12.0 

96 1 

4.2 

,4.1 


TABLE 2 

Yield of Brucella suis from a series of 15~liter batches harvested after 65-hour growth 


BATCH NUMBER 

VIABIE ORGANISMS X 10® PEE ME 

39 

17 

40 

22 

41 • 

19.5 

42 

15 

43 

15 

44 

11 

45 

16 

46 

20 

47 1 

20.7 

56 

40 


removes metabolic products from the surface of the cells and substitutes fresh 
nutrients for them. This function might, however, be just as well performed by 
mechanical agitation. In addition there is evidence that certain * organisms, 
notably yeasts, will multiply in the absence of air, ydth agitation either by 
mechanical means or by an inert gas. In several experiments on a pilot plant 
scale Becze and Liebmann (1944) obtained considerable yields of compressed 
yeast in mashes through which carbon dioxide or nitrogen was passed instead of 
air. These yields were 3 to 4 times larger than those obtained in identical mashes 
in which no gas was distributed. 

A batch has been run in which neither agitation nor aeration was used* Fre^- 
quent sampling over a ^2-hour period showed complete sterility, and visual 
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inspection showed a clear, transparent medium, indicating that the inoculum had 
not even diffused to the bottom of the culture apparatus where the inlet of the 
sampling siphon is located. Obviously then, agitation or aeration, or both, are 
required. To separate these factors two types of experimentally agitated batches 
were grown. In one batch nitrogen w’as used to agitate the culture medium. In 
the other batch agitation w^as obtained by the continual rotation of the medium 
by means of a steel propeller As a control experiment, a batch 'ivas produced 
using atmospheric air for aeration. "With both the nitrogen and the air control 
the volume of gas passed through the culture medium was the same(l/15 volume 
gas per volume of culture medium per minute). The results are recorded in 
table 3. It is obvious from these experiments that agitation, whether by an 
inert gas or mechanical means, is not sufficient to support multiplication of 
Brucella suis. 

TABLE 3 


Comparison of growth of Brucella suis with agitation by nitrogen^ mechanical agitation, and 

aeration 


TIME 

VIABIE ORGANISMS X 10® PER ML 

Nitrogen 1/lS volume per 
min 

Propeller agitation 

Aeration 1/15 volume per 
min 

hours 




24 

0.3 

0.1 

0.88 

48 

0.025 

0.2 

8.4 

65 


0.2 

11.0 

72 

i 

0.2 

8.6 

96 


0.2 

5.3 


The growth under aeration, as showm in table 3, was found to be typical, with 
maximal yields at approximately 65 hours after inoculation, so that routine 
production was instituted using a 65- to 72-hour haiwesting period. Yields as 
high as 4 X 10^® viable organisms per ml have been obtained, with an average of 
1.5 X 10^*^ viable organisms per ml. Although these figures apply to Brucella 
suis, similarly aerated batches of Brucella abortus and Brucella melitensis have 
been run with somewhat low’-er yields. 

Carbon dioxide requirements. In addition to their oxygen requirements the 
species of Brucella seem also to be sensitive to the carbon dioxide content of their 
environment. This is reported to be especially true in the case of Brucella 
abortus, with which an increased carbon dioxide tension of about 10 per cent over 
that of atmospheric air is necessary for primary isolation, and is beneficial to 
growdh in liquid medium. In the case of Brucella suis growth is reported as much 
more rapid when liquid medium is incubated in air enriched with 10 per cent by 
volume carbon dioxide (Huddleson, 1943). To determine whether the presence 
of 10 per cent carbon dioxide by volume added to the air used in aeration would 
have any beneficial effect upon the mass growth of Brucella, a batch was produced 
in which air plus 10 per cent added carbon dioxide was used for aeration. As a 
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control a batch aerated with ordinary atmospheric air was used. Reference to 
table 4 will show that there is no significant difference in the growth of Brucella 
suis under these two conditions. The presence of added carbon dioxide does not 
seem necessary nor beneficial. 

Dissociation. The striking increase in yields of Brucella in aerated liquid 
media that was routinely obtained after growth in the apparatus described herein 
made it imperative to determine whether dissociation of the organism occurred 
during the culture cycle. The two characteristics that were examined as ac¬ 
curately as possible were colonial form and minimal infective dose for the guinea 
pig- 

In examinations of many subcultures on tryptose agar from each aeration 
culture, using oblique reflected light, no significant colonial dissociation was 
detected that conformed to the variants described by Huddleson (1943) and 

TABLE 4 

Comparison of the growth of Brucella suis in cultures aerated with air alone and with air plus 


TIME 

added carbon dioxide 

I VIABLE ORGANISMS X 10“ PEB ML 

10 Per Cent carbon dioxide added 

Air alone 

hours 

24 

2.0 

0.9 

48 

6.5 

8.4 

56 

7.2 

— 

65 

9.6 

11.0 

72 

8.0 

8.6 

96 

6.5 

5.3 


Henry (1933) for Brucella abortus. The selection of many smooth colonies for 
the determination of the minimal subcutaneous infective dose in guinea pigs 
failed to show evidence of dissociation. Simultaneous determinations of catalase 
activity by the method of Huddleson (1943) on similar cultures also failed to 
reveal evidence of variation as a result of this method of culture. 

Virulence. More importance, how'ever, was attached to virulence tests on the 
liquid aerated culture than to any other determination of its conformity to agar- 
grown Brucella. Routine determinations of virulence were performed in two 
ways. One was to inject decimal dilutions of culture subcutaneously into guinea 
pigs. Comparison was made with the same strain grown on tryptose agar, the 
latter being considered the “standard” culture. Lots of 10 guinea pip were used 
for each dose of the “standard” and aerated liquid cultures. Thirty days follow¬ 
ing injection the animals were sacrificed and examined for the presence of typical 
lesions in the liver, spleen, and regional lymph nodes. Cultures of these organs 
were made, and the isolation of the organism from one or more of these tissues 
was accepted as the final criterion of infection. The results of many such 
titrations indicated that the apr slant and the aerated liquid cultiure methods 
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produced organisms of equal virulence. The minimal infective dose for 50 per 
cent of the animals was of the order of 5 organisms when injected subcutaneously. 

One of the requirements of this study was that the virulence of the organisms 
remain at its maximum by the respiratory route of infection as well as by the 
subcutaneous or intradermal routes. The apparatus and general methods used 
to study respiratory Brucella infection will be reported elsewhere. The results of 
the exposure of groups of guinea pigs to airborne Brucella suis prepared on agar 
media and in the liquid aeration apparatus are presented in table 5. It will be 
seen that culture of the organism in the aeration apparatus caused no loss of 
virulence as compared with that of the tryptose-agar-grown ^'standard.” 

TABLE 5 


The influence of the culture process on respiratory virulence of Brucella suis 


3 

e 

CULTUIE METHOD 

ESTIMATED NUMBEE 
OF OEGANISMS PEE 
ANIMAI. 

GUINEA PIGS USED 

PEE CENT INTECTIOH 

1 

Tryptose agar (standard) 

48 

40 

66 


Aerated liquid 

Tryptose broth 

55 

40 

61 

2 

Tryptose agar (standard) 

53 

20 

31 


Aerated liquid 

Tryptose broth 

44 

20 

50 


STTMMAKY 

An apparatus suitable for the production of pathogenic microorganisms in 15- 
liter lots is described. A study of the growth of Brucella suis in the apparatus is 
presented. 

The importance of aeration as distinguished from mechanical agitation has 
been demonstrated. 

Enrichment of the air with 10 per cent by volume carbon dioxide is shown to be 
neither necessary nor beneficial to 15-liter volumes of aerated liquid-grown 
cultures of Brucella suis. 

Expansion of production batches from test tube agar slants to 15-liter liquid 
lots was effected without the occurrence of dissociation, an accomplishment that’ 
was evidenced by lack of change in colony morphology and in minimal infective 
doses for guinea pigs* 
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Interest in anaerogenic paracolon, type 29911, was aroused when the first 
strains were isolated in 1938. Concern for these cultures diminished greatly 
when it was found that they were a heterologous group serologically (Stuart, 
Wheeler, et ah, 1943; Rustigian and Stuart, 1945). During the period from 1938 
to the summer of 1945 about 150 strains of type 29911 were identified, primarily 
on the basis of biochemical reactions, and discarded. 

In the summer of 1945 it was found that three cultures, wakefieldf^ 
described by Berger (1945) as members of the paradysenteriae group possessed 
the biochemical reactions of type 29911 (Wheeler and Stuart, 1946). In view of 
this and because the R. Wakefield cultures agglutinated to a 5,120 titer in an 
antiserum prepared from a type 29911 culture (EEB), it was decided to re¬ 
examine the 29911 group. Cultures were collected from Providence and vicinity, 
particularly the Rhode Island Hospital, and from the Connecticut and Florida 
State Public Health Laboratories. In about 4 months 109 cultures of type 29911, 
or closely resembling 29911, were obtained from the specified sources with an 
occasional culture from elsewhere. Sixty-three or 57 per cent of the cultures 
came from Florida. 

Biochemical reactions. Table 1 shows the biochemical reactions of type 29911 
and related cultures. In the first group are recorded the reactions consid¬ 
ered “typical” of type 29911, though an occasional strain may differ in one 
reaction such as fermentation of arabinose or inulin, or failure to ferment maltose 
or glycerol, or to produce indole. Other groups shown in table 1 differ from 
t 3 rpical 29911 strains in two or more reactions. One or more cultures of group 1 
were antigenically related to certain cultures in each of the other five groups. 
For the foregoing reasons, and because a strain may vary in one or two reactions 
on repeated tests, the number of cultures in each group are not recorded in table 
1. Approximately 75 of the 109 cultures fell in group 1, and there were 19 
strains in group 6, which will be discussed below. 

Typical type 29911 cultures produce acid or acid and a small bubble of gas 
rapidly in glucose. Sucrose is fermented without gas in 5 to 30 days; acid first 
appears in the vial while the medium outside is alkaline; eventually the entire 
medium becomes moderately acid and the indicator (bromcresol purple) is re¬ 
duced. Maltose is attacked like sucrose but more slowly. Adonitol is fermented 
rapidly and glycerol slowly. Lactose, mannitol, arabinose, xylose, rhamnose, 
galactose, cellobiose, trehalose, raflSnose, inulin, sorbitolj dulcitol, and inc^tol 
ordinarily are not fermented. Indole is produced but not acetyhnethylcarbinoL 
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Growth on sodium citrate occurs more rapidly at room temperature and may be 
negative at 37 C. Hydrogen sulfide production in lead acetate agar was first 
recorded as negative, but positive results were obtained with tryptone broth and 
lead acetate paper. Trimethylamine oxide is reduced, but the reaction is occa¬ 
sionally weak. Many cultures reported nonmotile proved to be motile at 
room temperature. Of nine nonmotile cultures from Florida, only three are 
still nonmotile after serial transplants in semisolid agar for 5 months. 

The strains in group 6 (table 1) were isolated from 19 individuals who were the 
only cases studied among approximately 80 involved in a gastroenteritis outbreak 
caused by chicken salad (Dr. H. Plass, personal communication). Antiserums 
were prepared from 2 cultures. Each of the 19 strains agglutinated to titer in 
these antiserums and upon adsorption completely removed the homologous 
agglutinins. Cultures with the same biochemical reactions were isolated from 
the chicken salad but w^ere not available for the present work. 

TABLE 1 


Biochemical reactions of type 29911 (group 1) and related cultures 


1 

GLUCOSE 

SUCROSE 

w 

O 

MANNITOL 

GALACTOSE 

S 

I 

i 

1 

GLYCEROL 

ADONITOL 

SORBITOL 

INOSITOL 

LACTOSE 

SALICIN 

arabinose 

XYLOSE 

RSAMNOSE 

rafeinose 

DULCITOL 

INDOLE 

CITRATE 

T.M.A. 

MOTILITY 

V-P 

UREA 

HYDRO¬ 

GEN 

SUL¬ 

FIDE 

1 

A 

As 

As 

— 

— 


_ 

_ 

As 

A 

— 

— 

— 

+ 

— 

-fw 

2 

A 

As 

As 


A 

— 


-- 

‘ As 



— 



— 

+m 

3 

A 

As 

As 

1 

A 


— 

As 

i As 

— 

— 


I — 

1 + 

— 

-fw 

4 

A 

As 

— 


A 

As 

— 


A 

- 

As 

A 

— 

4" 
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-fm 

5 

A 

As 

— 

As 

A 

— 

A 


As 

- 

As 

A 


1 + 


-fm 

6 

A 

As 


As 

A 

1 — 

A 

— 

A 

1 A 

As 

A 


! 

— 

-fm 


A - acid (bubble of gas may be formed in glucose); As = delayed acid; + «= positive 
reaction; -fw = weakly positive; 4-m = moderately positive; T.M.A. « trimethylamine 
oxide. 


Colonial variants. On standard agar slants when the inoculum covered the 
surface of the slant, a relatively thin fihn of growth developed. By transmitted 
light the growth w^as translucent and bltiish green. This is characteristic of 
29911 and related types. An occasional culture developed areas of heavy, white, 
opaque secondary growth, w^hich appeared like a contamination. Plating from a 
presumably uncontaminated area of such a slant on EMB agar and SS agar 
yielded only normal 29911 colonies. Plating from an opaque area on the same 
medium ^ve no growth on SS agar. On EMB agar no growth occurred except 
occasionally when several colorless, small (1 mm or less) colonies appeared on a 
plate. Since smears from such colonies showed only gram-negative, nonspore¬ 
forming rods, inoculums from the same area of the slant culture were streaked 
on nutrient agar plates. Three types of colonies developed. (1) Flat entire 
colonies approximately 5 mm in diameter. These colonies were butyrous and 
% lamismitted light were translucent and bluish green. In broth at room tem- 
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perature, growth was uniformly turbid and composed of individual short rods 3 
io 5 long and actively motile. This was called the smooth or S form. (2) 
Somewhat raised colonies about 8 to 10 mm in diameter with erose edges. By 
transmitted light they appeared filamentous in structure and highly iridescent, 
with a somewhat mucoid consistency. In broth, growth was very granular and. 
composed of skeins of long rods, which were sluggishly motile or nonmotile. 
This was called the rough-mucoid or R-M form. (3) Convex colonies, white and 
opaque, with a marked mucoid consistency. After 3 to 5 days the tops of such 
colonies became depressed with the subsequent formation of one or more papillae, 
Growdh in broth was mucoid and composed of threads of small motile rods. This* 
form was recorded as mucoid or M. 

Straight needle inoculums from smooth broth cultures resulted in good uniform 
growth on EMB, SS, and desoxycholate citrate agars. Large loop inoculums 
from R-M or M broth cultures yielded, for the most part, no growth on EMB 
agar or occasionally the small colonies described above; on SS and desoxycholate 
citrate agars no growth occurred. Such variants, for the most part, reverted to 
the parent type quite readily. 

These colonial variants with their inability to grow on certain mediums are sim¬ 
ilar to the colonial variants of Shigella sonndj which, according to the findings of 
Wheeler and Mickle (1945), failed to grow on SS and desoxycholate citrate agars. 
It is evident that if variants of S, sonnei and type 29911 which fail to grow on 
mediums used to isolate enteric organisms occtir in nature and are pathogenic, 
sporadic cases and epidemics could occur in which ordinary technique would fail 
to ascertain the etiological agent. 

Swarming characteristics. Stuart, van Stratum, and Rustigian (1946) noted 
that the growth of some strains of 29911 on agar slants spread upwards for several 
millimeters from the water of expression- To determine whether 29911 cultures 
could be induced to swarm, 63 actively motile strains, representing all groups in 
table 1, were transferred daily for 1 week in tubed semisolid agar, then onto 1 
per cent agar slants. Spreading on such slants increased with the number of 
transplants. When the growth of a strain covered from 76 to 100 per cent of the 
slant surface (3 to 12 transplants), an inoculum from the uppermost portion of 
spread was transferred to the center of a 1 per cent agar plate (100 mm). After 
48 hours at room temperature an inoculum from the greatest margin of spread was 
transferred to another plate. 

The growth of the 63 cultures tested completely covered the agar surface of the 
plate in 48 hours. One culture did so on the first transfer to a plate, but otheis 
required from 3 to 8 platings. With some cultures the growrfi was definitely 
spreading, a more or less continuous wave of growth outward from the site of 
inoculation, with few if any branches and with only very minor variations in the 
thickness of growth. With some cultures the growth was definitely swarming, 
bizarre branches of growth, straight, curved, or even looped, emanating from the 
site of inoculation with islands of relatively thick growth in a thin film. Still 
other strains exhibited a combination of spreading and swarming. Rustigian 
and Stuart (1945) found that Proteus reUgeri exhibited swarming tendencies, but 
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only an occasional culture covered the surface of a 1 per cent agar plate. Twenty 
four P, rettgeri strains treated as described for 29911 completely swarmed over 
the surface of an agar plate after one to five platings. 

Urease production. Type 29911 cultures fail to give strong reactions in stand¬ 
ard urea medium even after 28 days’ incubation. Of approximately 300 cultures 
tested to date, only 3 exceptions to this rule "were encountered. One culture 
received from Lt. M. Fisher, Army General Hospital, Denver, Colorado, which 
was strongly positive when isolated, subsequently attacked urea weakly. Plating 
this strain on urea agar medium resulted in areas on the plate ranging from red to 
colorless. Serial platings and selections on this medium yielded a urea-positive 
variant of this culture that has remained stable for more than 4 months, 

A P. rettgeri strain requiring 3 days for a positive urea reaction was also received 
from Lt. Fisher. On the first plating on urea agar this culture produced red, 
pink, and colorless areas. Despite plating and selection as in the previous case, 
the urease-producing property of this strain was completely lost. In the first 
culture urease production was fixed on a type normally negative, whereas with 
the second culture the same property was lost in a normally positive species. 
These gain and loss variations illustrate the difliculty of assigning absolutely 
fixed biochemical properties to any species. 

Tw^o cultures from Florida w^ere urea-positive in 18 hours. As the number of 
subcultures from the driginal culture increased, the time required to give a 
positive reaction increased until this property was completely lost. No attempt 
w^as made to fix urease production in these two strains by selection. 

Antigenic interrelationships. An exhaustive study of the interrelationships of 
type 29911 cultures w^as not made in this phase of the work. Flowever, all such 
strains and related types w^ere tested for agglutination in three type 29911 
antiserums, EEB, 2634, and 16112, wdth homologous titers of 81,920, 20,480, 
and 10,240, respectively. Certain cultures were also tested in antiserums pre¬ 
pared against nonmotile and motile variants of the B. wakefield strains. Saline 
suspensions of living organisms w^ere used as antigens in agglutination tests except 
when otherwise specified. A limited number of adsorption tests were made, and 
these W'ere also done with living antigens. 

Contrary to expectation, a relatively marked continuity of antigens was found 
in the group. Of 109 cultures tested, only 26 per cent failed to agglutinate in any 
antiserum. The remaining cultures agglutinated to titers ranging from 80 to the 
homologous titer of one or more of the 3 antiserums. Apart from the facts that 
(1) cultures used in this phase of the work were isolated and tested in a period of 
approximately 4 months, (2) cultures came from relatively restricted areas, (3) 
longer incubation was used in agglutination tests, and (4) one strain, EEB, used 
to produce an antiserum possessed unusually broad antigens, it is difficult to 
reconcile this antigenic continuity with the antigenic heterogeneity observed in 
the early work. , 

In the present work where cross reactions were common, it was soon found 
that incubating tests for 2 hours at 37 C followed by overnight at 55 C *was not 
wholly satMactory. Many minor and some major cross reactions that were 
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positive at 37 C were completely negative at 55 C. Incubation for 2 hours at 37 
C followed by overnight at 2 C gave consistently higher titers and a gi^eater 
number of cross reactions. Low temperature incubation presented one difficulty 
which, except for Proteus^ is not ordinarily encountered among the Enierobacteria- 
ceae. Cultures giving strong (+4—h+) floccular or granular agglutination at 
37 C gave at 2 C only fine granular reactions that were very difficult to read. 
Moreover, many tests which were negative after 2 hours at 37 C gave weak to 
indeterminate reactions at 2 C. These same tests when incubated for 6 hours 
at 37 C 3 ?ielded titers of 320 to 10,240 in one or another of the three antiserums. 
Such tests showed fine granular agglutination at 37 C; the degree of agglutination 
was not altered at 2 C and was completely reversed at 55 C. 

Thirteen cultures agglutinated to titer in EEB antiserum. Upon adsorption, 
nine of these strains reduced the homologous titer from 81,920 to 640, but four 
failed to alter the homologous titer. Eighteen cultures agglutinated to titer in 
antiserum 16112. Upon adsorption, four cultures reduced the homologous titer 
from 10,240 to 320, but the remaining cultures failed to reduce the homologous 
titer. Three cultures agglutinating to high titer were used to adsorb antiserum 
2634, but the homologous titer was pot altered. Despite the antigenic continuity 
of type 29911 cultures found in this phase of the work, strains antigenically 
identical to those used to produce the three antiserums were by no means 
common. 

The somatic antigens of several type 29911 cultures appeared to be destroyed 
by boiling and by treatment with alcohol. This was particularly true of strain 
EEB. Normal EEB antigen in its own antiserum after 2 hours at 37 C gave soft, 
flocculent H agglutination to a titer of 81,920, whereas after 18 hours at 55 C 
granular 0 reactions were obtained to 40,960. Moreover, several strains showed 
only granular agglutination to titers of 10,240 to 20,480 in EEB antiserum, and 
one strain, nonmotile when isolated, agglutinated to 10,240. From this it is 
evident that the 0 titer of EEB antiserum was at least 10,240. Nevertheless, 
EEB antigen heated for as little as 5 minutes after reaching a temperature of 65 C, 
or treated with absolute alcohol for 5 minutes at room temperature, gave a titer 
of only 640 in its homologous antiserum. More rigorous heating, including 2 
hours at 121 C, did not destroy this residual antigen. All cultures agglutinating 
to titer in EEB antiserum reacted the same. 

Several type 29911 cultures including EEB agglutinated in B, wake field anti¬ 
serums to titers ranging from 320 to 10,240. (Bridges and Taylor, 1946, con¬ 
cluded that the ^Wakefield strains^^ were members of the paracolon rather than 
of the Flexner group of organisms.) Moreover, 2 cultures described by Sachs as 
Shigella type B105 possessed the biochemical characteristics of typical 29911. 
One of these cultures agglutinated in 16112 antiserum to a titer of 5,120, and in 
wahefidd antiserum 2624H to 160; and the other agglutinated in 2624II 
antiserum to 10,240, and in 16112 antiserum to 160. Another Sachs culture, 
B81, with the same biochemical reactions as B105 failed to agglutinate in 29911 
antiserums except for a small cross (160) in 2624H antiserum. It was previously 
pointed out (Wheeler and Stuart, 1946) that two Sachs tyx>es, B81 and B105, do 
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not belong in the Shigella group. Biochemically these strains appear as typical 
29911 cultures, fermenting maltose after prolonged incubation. The finding of 
antigens in common with other type 29911 cultures confirms their classification 
in this group. 

Antigenic relationship to Proteus, Fifty-five type 29911 cultures, including one 
or more strains from each group (table 1), were tested in a total of 16 antiserums 
prepared against P, vulgaris, P. mirabilis, P, morganii, and P. reitgeri. Only 
3 cultures failed to agglutinate in any antiserum, whereas each antiserum aggluti¬ 
nated from 3 to 29 cultures. For the most part, cultures agglutinated to titers 
of 40 to 2,560, but an occasional strain reacted to titers of 6,120 to 10,240 
or higher. One type 29911 strain agglutinated to titer (40,960) in one P. vulgaris 
antiserum, a second culture to titer (20,480) in another P. vulgaris antiserum, 
and a third culture to titer (20,480) in a P. morganii antiserum. Upon adsorp¬ 
tion, the titer of one P. vulgaris antiserum was reduced from 40,960 to 1,280, 
the titer of the other P, vulgaris antiserum was not altered, whereas all agglutinins 
were removed from the P. morganii antiserum. 

Forty-eight Proteus cultures, including all four species mentioned above, were 
tested in four type 29911 antiserums. Eleven cultures failed to agglutinate in 
any antiserum, but each of the four antiserums agglutinated from 14 to 22 
Proteus cultures, for the most part, to titers rangmg from 40 to 2,560. One 
P. vulgaris, one P. morganii, and two P. reitgeri cultures agglutinated to suffi¬ 
ciently high titers to warrant adsorption, but in no antiserum was the homologous 
titer reduced. It is evident that an occasional type 29911 and Proteus culture 
may possess major antigens in common or may be closely related antigenically. 

DISCUSSION 

T 3 rpe 29911 cultures present an interesting and important problem in 
taxonomy. Included in this group are cultmus which were previously designated 
as an anaerogenic paracolon type (Stuart, Wheeler, et al, 1943), cultures formerly 
classified as P. wakefield related to the Flexner dysentery organism (Berger, 
1945), and cultures described as mannitol-negative types of Shigella, Sachs types 
B81 and BIOS (Sachs, 1943). The present study indicates that type 29911 
closely resembles Proteus species in: (1) their biochemical and IMViC reactions, 
(2) their ability to swarm when properly conditioned, (3) their reaction to urea, 
an occasional strain being weakly positive'and an exceptional strain strongly 
positive in urea medium, and (4) their many minor and occasional major antigens 
in common with Proteus, To include these organisms in the genus Proteus, 
however, calls for a definite extension of the limitations of the genus which does 
not seem advisable at the present time. To create new genera and to raise 
certain genera to family rank in the Enterohacteriaceae as has been suggested 
(Fulton, 1943; Waldee, 1945; and others) would simplify the immediate problem 
but could easily confuse future considerations. The position of type 29911 
strains appears to be intermediate between the Protms and the Shigella groups, 
and at present they can be classified only as transitional forms between these 
two groups and given neither genus nor species rank. 
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Aside from the theoretical importance of type 29911 as an intermediate group 
between recognized genera, it has practical importance in enteric bacteriology. 
Considerable evidence has been accumulated to show that type 29911 organisms 
cause gastroenteritis and diarrhea. Berger’s strains of B. wahefield came from an 
outbreak of diarrhea among children, from a case of acute gastroenteritis, and 
from a case of recurrent diarrhea. Sachs reported 11 isolations of t 3 pe B81 or 
B105 from cases of diarrhea and failed to find these organisms in examinations of 
over 16,000 specimens from food handlers, etc. Our own experience has shown 
that, with few exceptions, type 29911 cultmes were isolated from gastroenteritis 
patients. Some of these patients were hospitalized. From over 300 normal 
individuals, students, food handlers, nurses, etc., only one strain of 29911 was 
isolated, and this carrier gave a history of diarrhea a week previous to the 
isolation. A number of cases have shown recurrence. One individual in about 
one year had three separate attacks of gastroenteritis. Type 29911 was isolated 
from the first attack, but the culture wns discarded. The same type was re¬ 
covered from the second and used to produce EEB antiserum. The same type 
(EEB 2 ) was isolated from the third attack but was antigenically unrelated to 
culture EEB. On the other hand, type 29911 cultures were frequently en¬ 
countered in specimens from food handlers by the Florida State Public Health 
Laboratories (Galton, personal communication). Isolations of 20 to 30 cultures 
per month have been made by that laboratory during the past year, and histories 
of these cases should provide extremely valuable information concerning the 
significance and public health importance of type 29911 strains. (A report on 
the isolation, distribution, and public health aspect of 29911 cultures will come in 
the near future from the Florida State Board of Health Laboratories.) Sero¬ 
logical work so far done within the 29911 group show^s that many sero-types are 
included. Further work directed toward identification of sero-types in the group, 
particularly if correlated with clinical history, should provide information of 
marked public health value. 
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CONCLUSIONS 

One'hundred and nine cultures of anaerogenic paracolon, type 29911 and re¬ 
lated cultures, were found to be biochemically and serologically heterogeneous. 

These organisms resemble Proteus in many characteristics but appear to be a 
transitional group between Proteus and Shigella, 

Some cultures appear quite definitely to have been the etiological agent in 
gastroenteritis.^ 

1 After completing this manuscript, 11 cultures with the biochemical reactions of type 
29011 were received from Dr. de Assis, Bio de Janeiro, Brazil, and 3 cultures from Capt. 
Bustigian, Sn.C., U.S.A., isolated from native Italians. Each of the 14 cultures ag¬ 
glutinated to titers ranging from 320 to the homologous titer in one or more of 14 antiserums 
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prepared from 29911 strains isolated in the eastern part of the United States. Ten cultures 
agglutinated to sufficiently high titers to warrant adsorptions. One culture from Brazil 
completely removed agglutinins from one antiserum, but the remaining 9 cultures failed to 
reduce the homologous titer of the antiserums involved. 
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The phenomenon of adhesion between cellular elements of the blood and 
bacteria or other foreign particles has many applications; however, we are 
particularly concerned with the formation of ‘Mective'^ thrombi, or bacteria- 
platelet thrombi, and the role of these thrombi in immunity and disease. Early 
in this century Aynaud (1911), Roskam (1921, 1927), Govaerts (1921a, 19216), 
and Delrez and Govaerts (1918) investigated the importance of platelets in the 
body defenses against bacterial invasion. A review of the relevant literature 
will be found in the comprehensive monograph by Tocantins (1938). These 
workers showed that certain bacteria adhere to platelets, whereas others do npt, 
and postulated the ‘^antixenic’’ function of the blood platelet. In the majority 
of their studies the rabbit was the experimental animal. Examinations of guinea 
pigs and dogs were much less extensive, but thorough enough to indicate that 
platelets from different species may vary in their afBnity for bacteria and partic¬ 
ulate matter. Little attention has been given to this point, and no satisfactory 
explanation can be given at present. 

Delrez and Govaerts (1918) did not think that specific bacterial antibody was 
responsible for the adhesiveness of the platelets to bacteria, inasmuch as type- 
specific pneumococcal antiserum caused the pneumococci to agglutinate in vivo 
in the rabbit, but did not cause them to adhere to the platelets. Govaerts 
(19216) suggested that the virulence of an organism determined its platelet 
adhesiveness because unsensitized pneumococci, which did not adhere to rabbit 
platelets, produce a septicemia in this animal. Aynaud (1911) did not believe 
that virulence was the determining factor, since he observed that both pathogenic 
and nonpathogenic bacteria may stick to platelets. Bull and McKee (1922) 
cast doubt on the significance of platelets in body defense by demonstrating that 
bacteria are removed from the circulating blood of a deplatelized rabbit as 
rapidly as from that of a normal rabbit. 

In previous investigations we have studied the factors which affect the agglu- 
tinability of isolated platelets of humans, dogs, and rabbits (Copley and Houlihan, 
1946). This report represents an attempt to apply this knowledge to a study 
of the mechanism responsible for the adhesion of bacteria to platelets. 

METHODS 

Preparation of hlood-bacteria samples. Infusion broth cultures were washed 
twice with isotonic saline containing 0.2 per cent fomaaldehyde and adjusted to a 

iThis investigation was supported by a grant from the John and Mary E. Markle Founda¬ 
tion and conducted with the technical assistance of Carolyn Wooley Nalle. 

»At present: Laboratory of Cellular Physiology, Department of Biology, New York 
University. ' 
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concentration of 1 , 000,000 cells per mm^ by counting in the Petroff-Hausser 
chamber. Rabbit blood was taken from the heart into a syringe containing 3.8 
per cent sodium citrate, using 1 part of citrate solution to 4 parts of blood. 
This citrated blood was thoroughly mixed and distributed in glass tubes in the 
icebox. One sample w'as immediately rotated at 1 rpm for 30 minutes at 37 C 
and a platelet count made using a method described previously (Houlihan and 
Copley, 1946). 

The citrated blood was diluted 1:10 in 3.8 per cent sodium citrate, then 1:2 
in brilliant cresyl blue dye, and examined in the Petroff-Hausser counting 
chamber using an oil-immersion obiective and 10 X ocular. The sediment from 
1 ml of stock bacterial suspension was resuspended in 1 ml of chilled citrated blood 
and rotated for 30 minutes as above. The platelets were counted, a platelet 
clump being recorded as one platelet. At the same time, the size and number 
of platelet clumps containing bacteria were noted. This process was repeated 
mth several bacterial strains. Upon completion of the tests, another control 
platelet count was made on the citrated blood which had been stored in the ice¬ 
box. One such experiment required an average of 3.5 hours for completion. 

Methods for calmlating adhesiveness of 'platelets and bacteria. The time and 
temperature of rotation adopted in this study were based on evidence obtained in 
a previous investigation of platelet counts in rotated citrated and heparinized 
rabbit bloods (Houlihan and Copley, 1946). In that report it was demonstrated 
that platelets are stable in citrated rabbit blood which has been rotated for 30 
minutes at 37 C following storage in the icebox for at least 3.6 to 4.0 hours (figure 
1, no. 2). This finding thus made it possible to test several bacterial strains in 
the same blood sample. Heparinized blood could not be used in similar tests 
because the platelets clumped shortly after the withdrawal of blood (figure 1, no. 
6 ). 

The extent of the decrease in the platelet count which occurred in the rotated 
blood-bacteria samples w^as determined for two reasons: (1) to check the ac¬ 
curacy of the index used to denote the degree of adhesion of bacteria and platelets; 
and (2) to find out whether or not soluble bacterial substances might cause 
agglutination of the platelets. The platelet count was assumed to decrease 
progressively in stored and rotated citrated blood (Houlihan and Copley, 1946), 
and the degree of platelet agglutination produced by specific bacteria was 
determined in the following manner: the difference in the control platelet counts 
at the beginning and the end of each complete experiment was divided by the 
total elapsed time; thus the expected count could be calculated for any unit of 
time. Since the time of the testing of each organism was known, a comparison 
of the actual platelet count with the count calculated as above yielded the plate¬ 
let count decrease produced by that particular organism. This method is, of 
course, subject to a wide margin of error, inasmuch as the platelet count may 
fluctuate during the course of the experiment. 

The accuracy of the two Petroff-Hausser chambers used was determined by 
using washed red cells and one pipette. The standard error was 5.4 in one 
chtober and 7.4 in the other; t, calculated from Fisher’s tables (1934), was 0.1, 
indicating that there was no significant difference between the chambers, 
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Fig.1 


All preparations were stained with brilliant cresyl blue d 3 ^e and photographed in a 
fluid state at a magnification of 900 X. 

No. 1. A saline suspension of platelets isolated from citrated rabbit blood. The platelets 
are dispersed and show no tendency to agglutinate. The dark-stained granules in the 
cytoplasm are distinct. 

No. 2. A mixture of citrated rabbit blood and Streptococcus salivarius which has been 
rotated. The platelets are stable and are not attracted to the dark-staining clump of 
bacteria. 

No. 3. Mixture of citrated rabbit blood and Staphylococcus aureus which has been ro¬ 
tated. Numerous cocci are enmeshed in a platelet clump (indicated by arrow). 

No. 4. Mixture of rotated citrated rabbit blood and Streptococcus pyogenes, showing 
several clumps of platelets containing or adhering to short and long chains of cocci. 

No. 5. A platelet clump which has been produced by centrifuging a mixture of isolated 
rabbit platelets and human plasma. The individual cells in the clump have retained the 
granules and apparently have not fused. 

No. 6. Platelet clumping in rabbit blood containing 1 mg sodium heparin per ml. 

During the counting of platelets, which was done within a limited time, the 
number and size of platelet clumps were graded as small, medium, or large, if 
they were comprised of 2 to 3, 4 to 7, or more than 7 platelets, respectively. 
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The total numbeus of small, medium, and large mixed clumps Avere multiplied by 
aA^erage factors of 1, 2.5, and 5, respectively, to obtain an index of adhesion of 
platelets to bacteria. Although this method of determining the index of adhesion 
is satisfactory Avhen the actual number of platelets in a clump can be determined, 


TABLE 1 

Co7npari$07i of platelet count decreases in mixtures of bacteria a?id whole blood with agglutinin 

titers 


BACTERIAL strains 

* 

H 

1 

NORMAL RABBITS 

R.ABBITS IMMUNIZED WITH 

RANGE 

AVER- 

.AGE 

No. 1 

No. 7 

No. 10 

S.jaccalis 

1430 

S. tmiis 
1432 

S. salhar- 
ius 1431 

No. 90 

No. 97 

No. 98 

Strepiococc us 
salimrius 1431 

D 

T 

25 

1/64 

23 

>1/64 

16 

1/64 

15 

1/16 

3 

1/32 

28 

>1/128 

3-28 

18 

Streptccoccus 

D 

62 

23 

19 

29 

71 

41 

19-71 

41 

1432 

T 

<1/8 

<1/8 

<1/8 

1/16 

1/16 

<1/16 



Streptococcus bovis 

D 

87 

78 

78 

89 

72 

83 

72-89 

81 

1425 

T 

1/04 

1/64 

>1/64 

1/32 

<1/16 

1/64 



Streptococcus 

D 

90 

84 

74 

63 

31 

63 

31-90 

67.5 

pyogenes 1408 

T 

1/32 

<1/8 

1/32 

>1/64 

1/64 

>1/64 



Staphylococcus 

D 

53 

49 

64 

68 

64 

69 

49-69 

61 

aureus 1307 

T 

1/32 

1/32 

1/128 

>1/64 

>1/64 

>1/64 



Staphylococcus 

D 

40 

24 

13 

37 

48 

67 

13-67 

38 

citreus 1302 

IT 

<1/8 

<1/8 

<i/s 

<1/16 

<1/16 

<1/16 



Streptococcus 

D 

77 

' 78 

76 

80 

68 

96 

68-96 

79 

faecalls 1435 

T 

1/16 

<1/16 

<1/16 

<1/16 

<3/56 

<1/16 



Streptococcus 

D 

t 

95 

71 

69 

72 

71 

99 

71-99 

70.5 

fadcalis 1430 

|T i 

<1/8 

1/64 

1 <1/8 

1/256 

1/16 

<1/16 



Streptococcus t 

D 

44 

21 

14 

33 

5 

46 

5-46 

27 

salivarius St5E 

T 

1/32 

1/256 

1/16 

1/16 

1/32 

<1/16 



Streptococcus 

D 

36 

21 

20 

25 

9 

14 

9-35 

21 

salivaTius St25D 

T 

1/32 

1/64 

1/16 

<1/16 

<1/16 

<1/16 




D Platelet count decreases in per cent. T = Bacterial agglutinin titers. 


it is not adequate when large clumps, some covering several microscopic fields, 
are seen. These instances are noted in the text. 

EXPERIMENTAL AND RESULTS 

Rotatim of haderia in whole citrated blood. Staphylococcus aureus. Staphylo¬ 
coccus citretts, Streptococcus bovis. Streptococcus pyogenes (group A), Streptococcus 
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mitis, Streptococcus salivarius (3 strains), and Streptococcus faecalis (2 strains) 
were each tested in 12 whole blood samples from 6 rabbits. The data on the 
percentage of platelet count decrease and the index of platelet adhesion produced 
by these bacteria are presented in tables 1 and 2 and figure 2. Since the platelet 
count decrease in the blood-bacteria samples affords indirect evidence of the 
degree of the adhesion of platelet clumps to bacteria, these data will be compared 
with the indices of adhesion. 

The tests with S. salivarius showed that the platelets do not agglutinate or 
adhere to this organism, since the index of adhesion was 0 in 14 of 18 tests using 
the three strains. The average indices for the three strains were 1.5, 0.2, and 0.3. 
The average platelet count decreases produced by the three strains of 18, 27, and 
21 per cent were not considered to be indicative of platelet-bacteria adhesion. 

TABLE 2 


Adhesiveness of platelets and bacteria in normal and immune rabbit blood 


BACTEEIA 

NORMAL RABBITS 

BABBITS BanJNIZEP 
WITH 

RANGE 

AVER¬ 

AGE 

No. 1 

1 

No. 7 

No. 10 

S. 

faecalis 

1430 

s. 

mitis 

1432 

1 

1 sali¬ 
vari¬ 
us 
1431 

No. 90 

No. 97 

No. 

98 

Streptococcus salivarius 1431. 

1 

8 

0 

0 

0 

0 

0-8 

1.5 

Streptococcus mitis 1432. 

18 

6 

11 

7 

61 

7 

6-61 

17.5 

Streptococcus bovis 1425. 

66 

53 

71 

16 

46 

20 

16-71 

43.6 

Streptococcus pyogenes 1408. 

8 

3 

23 

26 

2 

4 

2-26 

11.0 

Staphylococcus aureus 1307. 

28 

70 1 

14 

34 


4 

4-70 

30 

Staphylococcus dtreus 1302. 

0 

0 ’ 

0 

4 

10 

26 

0-26 

6.6 

Streptococcus faecalis 1435. 

41 

58 

111 

46 

87 

23 

23-111 

61.0 

Streptococcus faecalis 1430. 

24 

33 

83 

41 

39 

19 

19-83 

39.8 

Streptococcus salivarius St5E.. 

1 

0 

0 

0 

0 

0 1 

0-1 

0.16 

Streptococcus salivarius St25D. 

0 

0 

2 ' 

i 

0 

0 

0 I 

i 

0-2 

0.33 


In contrast, >8. faecalis displayed marked adhesion to the platelets. S* faecalis^ 
strain 1435, and S, faecalis, strain 1430, caused average platelet count decreases 
of 79 and 79.5 per cent, and the adhesion indices were 61 and 40, respectively. 

S. bovis may also be considered as producing platelet agglutination and 
adhesion, since the average index of adhesion was 44. In most instances, there 
was good correlation between the index of adhesion and the platelet decrease, 
which averaged 81 per cent. With one exception, to be discussed below, S. 
mitis induced considerably less adhesion than did S, bovis or S, faecalis. The 
indices of adhesion were 13, 6,11,7, 61, and 7, averaging 17.5, as compared to an 
average platelet count decrease of 41 per cent. 

Staphylococcus dtreus was included in these experiments in order to obtain data 
on a nonpathogenic organism. In general, this organism was not very active; 
however, the indices were variable, being 0, 0, 0, 4, 10, and 26. The average 
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platelet count decrease was 38 per cent, which probably correlates with the 
adhesion index. 

The platelet count decreases and the indices of adhesion of S. pyogenes do 
not appear to be in agreement. This organism caused a definite decrease in 
the platelet count, averaging 68 per cent, but the indices of adhesion were low, 
i.e., 2,3,4, 8,23, and 26. Following the rotation of mixtures of blood containing 
S. pyogenes j whitish-gray masses were observed adhering to the sides of the tubes. 
These masses were teased out with a wire hook and were found to be masses of 
platelets in which bacteria were enmeshed. In such instances the adhesion index 
was totally inadequate, and a more accurate indication of the degree of adhesion 
was obtained from the decreases in the platelet counts, which were 90, 84, 74, 63, 
31, and 63 per cent. 

The same phenomenon w^as found to occur when Staphylococcus aureus was 
tested, although masses of mixed platelet-bacteria clumps were not observed in all 
tubes. The average platelet count decrease was 61 per cent, whereas the adhe¬ 
sion indices w^ere 28,70,14, and 4, the average being 30. Because of the errors to 
which our calculations are subjected, as discussed above, it is not feasible to 
attempt to decide whether S. aureus is more or less adhesive than S, pyogenes. 

Biplococcus pneumoniae^ t;^T3®s VII and I, was studied in four blood samples, 
the platelets decreasing 37 and 49 per cent, respectively. This platelet count 
decrease was produced by factors other than the clumping of platelets to bacteria, 
because mixed platelet-pneumococcus clumping was not seen. It is suspected 
that soluble substances from pneumococci were responsible for the platelet 
count decrease. 

The results of these tests with rotated blood-bacteria samples show that 
S. salivarius and D. pneumoniae are not adhesive to platelets; S. mitis and 8, 
dtreus are moderately adhesive; and S. bovis, S, pyogenes^ S. faecalis, and S* 
aureus are markedly adhesive. 

Rotation of bacteria urith isolated platelets. In order to determine whether or 
not the factor responsible for the adhesion of platelets to bacteria was present in 
the plasma or in the platelet, bacteria were rotated “with platelets which had been 
washed free of plasma components. These platelets were isolated from citrated 
rabbit blood by a procedure described previously (Copley and Houlihan, 1946). 
The platelet count decrease and the index of adhesion were determined for two 
suspensions of isolated platelets to which had been added S. salivarius 1431, 
8. mitisy S. bovis, S. pyogenes, 8. aureus, 8. dtreus, and 8. faecalis 1435. The 
results are presented in table 3. Mixed clumping of platelets and bacteria was 
observed in only 3 of 14 tests, i.e., an adhesion index of 2 was obtained with 
8 . salivarius in one of two platelet suspensions, and an index of 4 with 8 . bovis in 
both platelet suspensions. The platelet count decreases, except in the samples 
containing S. saHvarius 1431, were considerably lower than in the whole blood 
samples containing these organisms. No explanation is apparent for the platelet 
count decrease of 61 per cent in one platelet suspension containing 8 . salivarius 
1431, particularly since very Httle mxed clumping occurred. 

These results indicate that the factor responsible for the agglutination and 
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adhesion of rabbit platelets to bacteria is present in the plasma. This finding 
verifies the observations of Govaerts (19216) that washed platelets are not 
adhesive for bacteria. 

The effect of bacterial agglutinins on platelet-bacteria adhesion. The agglutinins 
for each of the bacteria under test were titrated both in the sera of all normal 
rabbits used and in the sera of rabbits actively immunised with S, faecalis 1430, 
S. mitiSy and S. salivarius 1431. This was done to determine whether there was 
any correlation between the agglutinins for an organism and its adhesiveness. 
The agglutinin titers are shown in table 1, and the relationship between platelet 
count decreases, indices of adhesion, and bacterial agglutinins can be seen in 
figure 2. The titers expressed as greater than a certain dilution in table 1 have 
been plotted one dilution higher in figure 2. 

The sera of rabbit no. 98, which had been immunized with S. salivarius 1431, 
contained a higher concentration of specific agglutinins than the sera of normal 

TABLE 3 


Comparison of the adhesiveness of isolated platelets and bacteria with the platelet count decrease 

in such mixtures 


BACTEBT 

INDEX OF MIXED 
CXTTMPING OF 
PLATELETS AND 
BACTERIA 

PLATELET COT7NT DECREASE IN 

PER CENT 

Rabbit 
no. 1 

Rabbit 
no, 7 i 

Rabbit 
no 1. 

Rabbit 
no. 7 

Average 

Streptococcus salivarius 1431. 

2 

0 i 

61 

22 

- 36.5 

Streptococcus mitis 1432... 

0 

0 

2 

4 

3 

Streptococcus hovis 1425. 

4 

4 

32 

11 

21.5 

Streptococcus pyogenes 1408. 

0 

0 

31 


31 

Staphylococcus aureus 1308. 

0 

0 

23 

8 

15.5 

Staphylococcus dtreus 1302. 

0 

0 

17 

0 

8.5 

Streptococcus faecalis 1435. 

0 

0 

19 

22 

20.5 


rabbits; nevertheless, the index of adhesion was 0. Neither S. salivarim StIsD 
nor S. salivarius St5E was found to be very adhesive, yet the agglutinin titers 
varied, ranging up to 1:256. Although rabbit no. 97 was immunized in a similar 
manner with S. mitis, the agglutinin titer did not increase. Interestingly, the 
index of adhesion with S. mitis in the blood of this rabbit was 61, which was 
considerably higher than the average index of 8.8 in the other five rabbits. No 
explanation for this discrepant result can be given. 

Rabbit no. 90 was immunized with S. faecalis 1430, which increased the ag¬ 
glutinins from a low level up to a titer of 1:256. The platelet count decrease and 
the adhesion index in the sera of this rabbit using S, faecalis 1430 did not differ 
significantly from the tests with normal rabbits. The agglutinin titers for 
S. dtreus were very low in all rabbit sera, but the adhesion indices ranged from 
0 to 26. Probably the most striking example of the lack of correlation between 
adhesiveness and agglutinin titer is found in the tests in which S. faecalis 1435 
was used. The indices of adhesion are very high, ranging up to 111, yet, with 













446 


Bacterial Agglutinins 




























































1946 ] 


ADHESION OF BABBIT PLATELETS TO BACTEEIA 


447 


one exception, the serum titers are less than 1:16. The relationship in the case 
of S. aureus and S. fyogenes is difScult to assess accurately because of the varia¬ 
tions in the titers. 


DISCUSSION 

The results of this study of the adhesion of rabbit platelets and bacteria verify 
and extend those of previous investigators (Aynaud, 1911; Roskam, 1921; 
Govaerts, 1921a, 19216). The rapidity with which the platelets clumped and 
enmeshed the bacteria and the firmness of the union (figure 1, nos. 3 and 4), 
suggest that either very strong chemotactic forces are involved in this reaction 
or that the bacteria upset the colloidal equilibrium of the plasma. Two points 
are of interest; (1) evidence of specificity, i.e., all bacteria do not cause the plate¬ 
lets to become unstable and adhesive, and (2) platelets per se are not adhesive, 
indicating that the factor inducing the clumping and adhesion of platelets to 
bacteria is present in the plasma. These two facts invite the assumption that 
we are dealing with a reaction analagous in certain respects to the chemotaxis 
which exists between specifically sensitized bacteria and leucocytes. However, 
for several reasons, discussed below, it is doubtful whether the mechanisms re¬ 
sponsible for phagoc 3 dosis and for adhesion of platelets to bacteria are comparable 
in any respect other than that mentioned. Current investigation has revealed 
that the degree of adhesion of dog platelets to bacteria varies in citrated, but not 
in oxalated, blood. It is not known whether this same phenomenon occurs in 
rabbit blood. Following this thought, Roskam (1927) has shown that sodium 
citrate in high concentrations does depress the adhesion reaction. We verified 
the report of Delrez and Govaerts (1918) that pneumococci which had been 
sensitized with specific agglutinins did not adhere to rabbit platelets. In addi¬ 
tion, we tested bacteria which wnre adhesive in an attempt to determine whether 
specific agglutinins might enhance the reaction. The results indicate that the 
adhesive factor is not related to, or dependent upon, the action of bacterial 
agglutinins. Govaerts’ (19216) observation that the plasmatic factor inducing 
adhesion is heat-labile offers additional evidence of this contention. 

As stated, the reason for the variations in the intensity of the adhesion reaction 
displayed by different strains is not known. Although bacteria possessing vary¬ 
ing degrees of virulence were used, no relationship could be established between 
virulence and adhesion. In addition, it would seem that soluble bacterial prod¬ 
ucts are not responsible for the adhesion phenomenon, since sedimented, washed, 
formalized cultures were used throughout these tests. With few exceptions, this 
assumption was substantiated by the correlation of platelet coimt decreases with 
platelet-bacteria adhesion indices. Certain physiologic properties of these 
organisms do not appear to be correlated with the adhesiveness of the organisms. 
For example, S. faecdis and S, aureus are more resistant to heat and chemicals, 
such as penicillin, than S, pyogmes (Rorimer, Houlihan, and Lawson, 1945); yet 
each of these three species is very adhesive. 

In another report (Houlihan and Copley, 1946) we have shown that rabbit 
platelets are stable in rotated citrated rabbit plasma, but unstable in heparinized 
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blood. The fact that rabbit platelets are stable in citrated blood, yet clump and 
adhere to bacteria introduced into such blood, suggests that different plasmatic 
factors may be involved in the agglutination of platelets, which may take place 
in the absence of foreign particulate matter, and the adhesion of platelets to 
bacteria. Investigation is being conducted currently in order to acquire addi- 
tional information on this point. 

The problem of producing experimental bacterial endocarditis has occupied 
many investigators for some time. Usually bacterial strains, recently isolated 
from human cases, have been inoculated intravenously into normal or treated 
rabbits or dogs. However, there is a paucity of data concerning the mechanism 
responsible for the adhesion of the cellular elements of the blood, particularly 
platelets, to the bacteria. Further study of these adhesion reactions may aid 
future approaches to experimental endocarditis in animals, and also may advance 
our present concepts of the pathogenesis of bacterial endocarditis in man, or 
perhaps of any disease in which there is bacterial invasion. 

SUMMARY 

When certain bacteria are mixed and rotated with whole citrated rabbit 
blood, the platelets rapidly and intensely clump and adhere to them. Strepio- 
coccus salivarius induces very little or no platelet agglutination or adhesion; 
Strepiococcus mitis and Staphylococcus ciireus are moderately active in producing 
this phenomenon; and Strepiococcus faecalis^ Streptococcus bovis. Streptococcus pyo- 
geueSf and Staphylococcus aureus are very active. 

Platelets which have been isolated from the blood and washed free of plasma do 
not adhere to bacteria. 

Bacterial agglutinins, present in the sera of normal or actively immunized 
rabbits, are not responsible for the mixed clumping of platelets and bacteria, 
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Evaluation of the germicidal efficiency of the quaternary ammonium com¬ 
pounds by the method given in Circular no. 198 of the U. S. Department of 
Agriculture is somewhat difficult. Precise, consistent results cannot be ob¬ 
tained, and an “average’^ of several tests must usually be taken before a final 
result can be determined. In this paper an in vivo method for the evaluation 
of the quaternary ammonium germicides is described. 

EXPERIMENTAL 

Cetyl pyridinium chloride was used for the test compound. Ealling dilutions 
of the compound were determined for a virulent strain of Salmonella typhimurium 
by the in vitro method described in Circular no. 198 of the U. S. Department of 
Agriculture. The results of these tests were compared -with results obtained by 
injecting intraperitoneally, into white mice, bacteria which had been treated 
with the various germicide dilutions for 5 and 10 minutes. The latter test is 
essentially a duplication of the former test except that “subcultures’’ were made 
by inoculating white mice instead of FDA broth. Each mouse was injected 
intraperitoneally with 0.25 ml of germicide-bacteria mixture plus 0.25 ml of 3 
per cent sterile mucin. Five hours after inoculation the mice were anesthetized, 
and specimens of heart blood and peritoneal fluid w^ere obtained aseptically and 
cultured in FDA broth. On the following day positive broth cultures were 
streaked on bacto SS agar plates and bismuth sulfite agar. The presence of 
organisms of the genus Salmonella was confirmed with Kligler’s iron agar slants. 
Recovery of the viable pathogen from the experimental animal indicated lack of 
germicidal action, whereas failure to recover the organism indicated bactericidal 
effect in the corresponding germicide dilution. Ten tests were performed 
for the in vitro studies (table 1). A killing dilution of 1:50,000 was obtained 
in four tests. The other tests show the type of erratic results frequently observed 
when the FDA procedure is employed for the evaluation of the germicidal effec¬ 
tiveness of these compounds. 

Ten tests were performed by theiw vivo technique (table 1), By this procedure 
killing dilutions ranged from 1:30,000 to 1:60,000. The average killing dilution 
was 1:45,000- This result compares favorably with the killmg dilution as 
determined m rffro. 
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TABLE 1 


Killing dilutions of cetyl pyridinium chloride at S7 C for Salmonella typhimurium 


TEST NO, 

IN vrcEo (tda method) 

IN VIVO (injected into 20- TO 2S-MG 

WHITE mice) 

1 

1:90,000 

1:35,000 

2 

no end point 

1:45,000 

S 

<1:50,000 

1:60,000 

4 

<1:50,000 

1:60,000 

5 

1:50,000 

1:30,000 

6 

1:50,000 

1:60,000 

7 i 

1:50,000 

1:60,000 

8 

1:50,000 

1:60,000 

9 

no end point 

1:40,000 

10 

no end point 

1:30,000 

Average. 

1:58,000 

1:45,000 


DISCUSSION 

The erratic results frequently obtained with in vitro methods emphasize the 
need for comparative tests for the evaluation of the germicidal potency of 
quaternary ammonium salts. The in vivo method described above provides a 
useful comparative test as well as information about cationic germicides under 
conditions similar to those found in medical practice. In spite of the short¬ 
comings of the FDA technique, the in vitro results are corroborated by the in vivo 
results. Although killing dilutions as determined by the in vivo test are not 
identical from day to day, any given test shows a sharp end point and there are no 
“wild plusses” or unreadable results. 

Valko and Dubois (1944) have shown that, wuthin narrow time limits, bacteria 
treated with quaternary ammonium salts may be detoxified by anionic deter¬ 
gents, and that lethal action of the germicides may thus be prevented. This 
type of inactivation may be accomplished only by specific laboratory techniques 
and under circumstances which do not exist under conditions of ordinary usage. 
If killing dilutions as determined by the in vitro test were consistently higher than 
killing dilutions as determined by the in vivo test, detoxification of the germicide- 
treated organisms by body fluids would be indicated. Since, however, the 
results by both tests were comparable, no reversal of germicidal action by body 
fluids^ could be postulated. Bacteria treated with killing dilutions of cetyl 
pyridinium chloride are not “revived” by contact with body fluids and tissues. 
As judged by the in vivo test, the action of this quaternary germicide is bacteri¬ 
cidal rather than bacteriostatic. 


SUMMARY 

An in vivo method for the evaluation of the germicidal potency of quaternary 
a mm onium salts is described. 
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For the test organism, Salmomlla typMrmrium, the results obtained in vivo 
correlate well with the results obtained by the PDA test. 

The test organism after treatment with cetyl pyridinium chloride was not 
detoxified by contact with body fluids and tissues. 

REFEEENCE 

Valko, E. I., AND DuBois, A. S. 1944 The aatibacterial action of surface active cations. 
J. Bact., 47,15-25. 




ON THE ISOLATION FROM AGAR OF AN INHIBITOR FOR NEISSERIA 

GONORRHOEAE 


HERBERT L. LEY, JR., and J. HOWARD MUELLER 

Department of Bacteriology and Immunology^ Harvard Medical School and School of 

Public Healthy Boston 

Received for publication July 2, 1946 

The separation of an i nhib itor for Neisseria gonorrhoeae from commercial agars 
was attempted on the basis of previous work by Mueller and Hinton (1941) and 
Gould, Kane, and Mueller (1944). In addition, this inhibitor was compared 
with certain organic compounds of a similar nature by biologic tests of i nh ibitory 
activity. 

Until the medium of Mueller and Hinton (1941) was developed, it was thought 
impossible to grow N. gonorrhoeae on a simple, well-defined medium, but these 
investigators showed that casein hydrolyzate, meat extract, agar, and starch sup¬ 
ported growth of the organisms as well as chocolate blood agar or ascitic fluid 
agar. Gould, Kane, and Mueller (1944) further showed that a fluid medium 
containing casein hydrolyzate, sodium chloride, magnesium sulfate, and phos¬ 
phate buffer would support growth of N. gonorrhoeae , and that a similar medium 
with agar added would fail to grow the organisms. The addition of starch to this 
last medium again permitted grovi^h, which led the authors to the hypothesis that 
starch neutralized an inhibitor present in the agar. Frantz (1942) also developed 
a similar simple fluid medium for a closely related organism, Neisseria intra^ 
cellularis^ and observed inhibition of growth of the organisms upon addition of 
agar to the medium. The experimental work which follows was begun in order 
to prove the hypothesis of inhibition of iV*. gonorrhoeae by agar, or a substance in 
it, that was proposed by Gould, Kane, and^ Mueller. 

EXPERIMENTAL 

Separation of the inhibitor from agar. In the following preparations Merckxs 
U.S.P. agar-agar shreds were used throughout. It was decided to attempt the 
separation of the inhibitor from the agar by the customary methods of dialysis 
and extraction. Hydrated agar was dialyzed through viscose tubing against 
running tap water for 3 days, and a similar sample of agar was electrodialyzed, 
using viscose partitions, for a similar length of time. Solid hydrated agar, cut 
in 1.0-cm cubes, was extracted for 7 days by direct contact with large volumes of 
distilled water, O.lN HCl, O.In NaOH, and 95 per cent ethanol. A series of 5.0-g 
lots of dry, shredded agar was extracted for 3 days each in an all-glass Soxhlet 
apparatus, haying an extraction chamber of 100-ml capacity and 40-mm diameter, 
with 250 ml of each of the following freshly distilled cp solvents: diethyl ether, 
acetone, benzene, chloroform, ethanol, and methanol. 

The treated agar samples were incorporated into the medium of Mueller and 
Hinton (1941) without starch in the following proportions: 
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Agar... 2.5 g 

Distilled water to make. 


ISTeutralize this mixture to litmus with 1 N NaOH or HCl and autoclave 15 minutes 
at 15 pounds’ pressure to put the agar into solution. (In hydrated agar the 
amount of water present may be determined by weighing, and a suitable amount 
added to bring the total volume to 46 ml.) 


Casein hydrolyzate, Difco. 2.58 g 

Meat infusion^. ^ 


Add this mixture to the warm fluid agar, bring to pH 7.4 by the addition of 1 N 
NaOH, tube in 13.5-mI amounts, and autoclave 10 minutes at 10 pounds’ pres¬ 
sure. 

When the medium was to be used, the tubes w-ere heated in boiling water for 5 
minutes to melt the agar; 1.5 ml of 0.9 per cent sterile saline or 1.5 per cent starch 
soP were added as required; and the contents of the tubes were poured into 
sterile petri dishes, which were rotated to mix the addition and the agar. After 
the medium had hardened, it was inoculated in sectors with one loop of a heavy 
saline suspension of a 24~hour growth of the test strain of gonococcus from a 
starch agar slant.® The sector was streaked with a loop in the customary 
manner. The plates were incubated in a candle jar at 35 C for 24 hours, and then 
were examined. 

Through experience it has been found that colony size is a poor criterion of the 
efficacy of the medium or, to put it another way, of the presence of inhibition. 
The pattern of groviih furnishes a much better criterion. The organism may not 
have grown at all; it may have grown only at the start of the streak in the region 
of large inoculum; or it may have grown along the entire streak in the area of 
small as •well as of large inoculum. These three responses are indicated, respec¬ 
tively, by the letters 0, L, and S in tables 1 and 2 below. In general, it may be 
said that where there is no inhibition the growth is S; where there is moderate 
inhibition, L; and where there is much inhibition, 0. 

Table 1 demonstrates that neither dialysis nor electrodialysis is effective in 
removing the hypothetical inhibiting agent from agar. Extraction by contact 
with water, acid, and alkali, as well as by ethanol, is similarly ineffective. In all 
cases the organisms grew well on the treated agar with added starch, indicating 
that the procedures did not introduce further inhibiting substances not neutral¬ 
ized by starch. 

Table 2 demonstrates that with the exception of diethyl ether, the organic 

i Meat infusion may be prepared by suspending 1 pound of chopped beef heart in 500 ml 
of tap water, which is brought to active boiling, and then filtered through cheesecloth and 
filter paper. 

» Starch sol may be prepared by making a paste of 1.5 g of corn starch (Argo) in 10 ml cool, 
distilled water, and pouring the paste with stirring into 90 ml boiling distilled water. Auto - 
clave 10 minutes at 10 pounds’ pressure. 

* Through the course of this experiment 19 strains of N. gonorrhoeae were used, all sup- 
pli^ by the Boston Dispensary. Ail were checked by colonial and microscopic morphology 
and fermentation reactions. 
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solvents did not introdnce additional inhibitory substances, for growth was 
excellent on the media containing the added starch. Without the starch, how¬ 
ever, growth was poor in all agars extracted with organic solvents except 
methanol. In that one instance grow’th "was almost equivalent to that on the 

TABLE 1 


The efect of dialysis and simple extraction of agar on the growth of gonococci 



GONOCOCCUS STEAINS 

PHEPAKATION OF AGAF 

3 

5 

' 7 1 

3 

5 

7 


Starch added 

Saline added 

None. 

s 

s 

s 

L 

b 

L 

Dialysis, tap water. 

s 

s 

s 

L 

1 0 

0 

Electrodialysis. 

s 

s 

s 

0 

0 

0 

Extraction, H 2 O. 

s 

s 

s 

0 

s 

L 

Extraction, HCl. 

s 

s 

s 

L 

L 

L 

Extraction, NaOH. 

s 

s 

s 

0 

L 

L 

Extraction, EtOH. 

s , 

s 

s 

0 

S 

L 


TABLE 2 

The effect of extracting agar with organic solvents on the growth of gonococci 


EXTRACTING AGENT* 

GONOCOCCUS STRAINS 


11 

12 

13 

14 

15 

16 

17 

18 

19 


Starch added 

None. 

S 

s 

s 

s 

s 

s 

s 

s 

1 s 

Ether. 

S 

s 

s 

s 

0 

0 

0 

s 

i 0 

Acetone... 

S 

s 

s 

s 

s 

s 

s 

s 

s 

Benzene. 

S 

s 

s 

s 

s 

s 

s 

s 

s 

Ethanol. 

S 

s 

s 

s 

s 

s 

s 

S 

s 

Methanol. 

S 

s 

s 

s 

s 

s 

s 

s 

s 


Saline added 

None..... 

0 

0 

s 

s 

0 

s 

0 

B 

0 

Ether. 

0 

0 

s 

L 

0 

s 

0 

L 

0 

Acetone. 

0 

0 

L 

L 

0 

s 

0 

L 

L 

Benzene. 

L 

0 

S 1 

s 

L 

s 

0 

s 

0 

Ethanol... 

0 

0 

0 

0 

0 

0 

0 

0 

L 

Methanol... 

S 

s 

s 

s 

s 

s 

s 

s 

0 


* The chloroform-extracted agar was omitted from the experiment because it did not 
solidify, presumably because of acid hydrolysis by the decomposing solvent. 


same medium with added starch. It may be concluded that methanol extrac¬ 
tion removes the inhibiting agent for iV, gonorrhoeae that is present in com¬ 
mercial agar. 

At this point in the investigation it was decided that the easiest method of 
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qiiantif 3 ?iiig the inhibitory activity of a methanol extract of agar would be to use 
a suitable fluid medium which would reproducibly grow the organisms, and 
to which could be added decimal dilutions of the extract. In this manner the 
minimum amount of extracted material inhibiting growth could be determined. 
The medium of Mueller and Hinton (1941) seemed an excellent one to modify; 
the agar and starch were omitted from it, giving it the following composition: 


Distilled water. ml 

Meat infusion^. 1^9 ml 

Casein liydrolyzate, Difco. 8.75 g 


Bring this mixture to pH 7.4 with 1 N NaOH, and, after placing in suitable con¬ 
tainers, autoclave for 10 minutes at 10 pounds’ pressure. 

Ten ml of the medium were first placed in 20 -inm test tubes, but inconsistent 
results in terms of reliable growth following a 0.5-ml inoculum of a 24-hour fluid 
culture directed attention to other forms of containers. A 10-ml volume of fluid 
in a 60-ml Erlenmeyer flask was then tried, with consistent growth following a 
0.5-ml inoculum. These flasks were carefully cleaned in a hot cone. H 2 SO 4 = 
HNO 3 bath and rinsed thoroughly with distilled water each time before use. 
They, like the plates previously described, were incubated for 24 hours at 35 C in 
a candle jar. 

When the organisms did grow in the test tubes, they were viable at 35 C for as 
long as 8 days, whereas those in the flasks were viable only 3 days. The main 
difference in the two cases was in the surface-volume ratio for the medium,' so the 
phenomena obser^’ed may have been due to a difference in gas exchange at the 
gas-liquid interface. This hypothesis has not yet been investigated. It may be 
pointed out, however, that Frantz (1942) encountered a similar difficulty in 
cultivating the meningococcus in fluid media. In the flasks, the Mueller-Hinton 
fluid modification was a quite satisfactory and useful tool with which further 
work on extraction could be pursued. 

Characterization and estimation of activity of inhibitor. Forty g of Merck’s 
shredded agar were extracted in a Soxhlet apparatus with cp methanol for three 
days, and the volume of the extract was reduced to 80 ml by distillation. This 
extract has a light brown color and no recognizable odor. When 10 ml of the 
extract were added to an equal volume of water, a curdy, white precipitate 
formed, which dissolved upon heating and the addition of NaOH, and which 
reappeared upon acidifying with H3PO4. Upon extraction of the acid mixture 
with petroleum ether, the precipitate disappeared from the aqueous phase. This 
information indicated that the methanol extract contained an appreciable con¬ 
centration of a fatty-acid-like compound. 

Further extraction of the compound from acid and alkahne aqueous phases by 
petroleum ether was unsatisfactory because of highly persistent and troublesome 
emulsions of the two phases. However, the biologic activity of the product of the 
methanol extraction was tested by evaporating a volume containing the extract 

^See footnote 1. 
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of 2.5 g of agar to dryness on the steam bath, adding 2.0 ml of water to the residue, 
and neutraliaing the solution to phenol red indicator ^'vith NaOH and H3PO4. 
The solution was then evaporated to one-half its volume over an open flame, a 
procedure -which effectively sterilized it. A series of flasks containing 9.0 ml of 
fluid medium was set up as noted in the protocol below, and after inoculation 
with 0.5 ml of a 12-hour fluid culture of gonococcus strain 11, which was known 
to be sensitive to agar inhibition, the flasks were incubated for 24 hours in a 
candle Jar at 35 C. This was followed by streaking a loop from each of the flasks 
on a sector of a Mueller-Hinton starch agar plate to demonstrate the growth of 
the inoculum. The results following incubation of the plates at 35 C for 24 
hours in a candle jar are shown in table 3. 

From these data it may be concluded that a methanol extract of agar contains a 
substance w^hich, in suitable concentrations, inhibits completely the growth of 
gonococcus strain 11 and 'which is biologically neutralized by the addition of 
starch. 

After removing an aliquot containing 1.0 mg solids, the methanol extract of 30 
g of agar containing 90 mg of solid material was made alkaline wdth NaOH and 

TABLE 3 


The effect of 'products of methanol extraction of agar on the growth of gonococcus strain 11 in 

fluid medium 


ADJOTON 

INOCULATED 

STAECH 

SOL 1.5% 
4.5 ML 

PLATE GROWTH 

None. 



0 

None... 



0 

None... 



4“ 4” 4" 4“ 

None. 


4- 


Methanol extract 1.25 g agar.. 



0 

Methanol extract 1,25 g agar. 


+ 

4-4-4“ 4- 


reduced to dryness on a steam bath. The residue was treated as indicated in the 
foEowing flow sheet. 


90 mg solid material 

I 

Heat 98 C for 4 hr 
to char polysaccharides 

Extract 3x with 1.5 ml 

petroleum ether--Extract: discard 

Residue: acidify with 
2.0mlO-lNHCl 

Extract 3x with 2.0 ml 

petroleum ether-Residue: discard 

Extract: heat to dryness 
on steam bath, yield 3,0 mg 
of white solid 
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The 3.0 mg of white solid was dissolved in 50 per cent aqueous ethanol and 
titrated with 4 X lO^^ n NaOH, using phenolphthalein as an indicator. The 
calculated equivalent molecular weight, based on the assumption of one car¬ 
boxylic group per molecule, was 3.7 X 10^. This would suggest that the com¬ 
pound contains 24 carbon atoms per molecule, if it is a straight chain, aliphatic 
compound. 

Because it was felt that the inhibiting compound obtained from agar was 
similar to a fatty acid, a crude mixture of butter fatty acids was prepared by 
alkaline hydrolysis of domestic butter. In addition, cp stearic acid (Eastman) 
and oleic acid (Merck) were procured for comparison with the inhibitor. These 
acids and the inhibitor were put into solution in suitable concentrations in 2.0 ml 
of water adjusted to approximate pH 7.4 with phenol red indicator by the addi¬ 
tion of 0.5 N ]Sra 2 C 03 and 1 m H3PO4. The solutions were reduced to one-half 
their volume by boiling, which effectively sterilized them, and were added with 
bacteriologic technique to a series of 50-ml Erlenmeyer flasks containing 9.0 ml 
of fluid medium. Each of the fatty acids was serially diluted in the same quantity 


TABLE 4 

Relative growth of gonococcus strain 11 in the presence of various concentrations of fatty acids 


MATEMAX A3>mt> 


CONCENTRATION OF ADDITION 


(Dry wt, ng/ml) 



100 

50 

10 

5.0 

1.0 

0.5 

0.1 

0.0s 

1 mg aliquot of orig. 









extract. 


0 


d—1—i—h 


t -p-h-i — h 



Purified white solid.... 


0 


0 


0 


4—“h* q" 

Butter fatty acids. 

0 


0 


0 




Oleic acid. 

0 


0 


0 


—j—}- 


Stearic acid. 

0 


0 


•h 


++++ 



of medium so that a wide range of final concentrations of the fatty acids was 
obtained. All the flasks were inoculated with 0.5 ml of a 12-hour fluid culture of 
gonococcus strain 11, and were incubated 12 hours at 35 C in a candle jar. One 
loop of fluid from each flask was then removed and streaked on a starch agar 
plate to test for growth of the inoculum. These plates were examined, following 
24 hours of incubation at 35 C in a candle jar (table 4). 

On the basis of these data, it may be concluded that the procedure of purifica¬ 
tion of the methanol extract concentrated the inhibiting fraction approximately 
100 times. If the number of units of inhibition in the original extract and in the 
purified product is calculated (defining a unit as the minimum amount inhibiting 
growth under the conditions of the experiment), it is found that the original 
extract contained L8 X 10® units, and the product, 6.0 X 10®. For the crude 
biologic assay employed, the agreement is excellent, but even more important is 
the implication that very little active material was lost in purification. Oleic, 
stearic, and butter fatty acids may be seen to have an inhibitory action similar 
to that of the purified agar extract in essentially the same concentrations. It has 
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been sho^vTi, in addition, that the activity of both the fatty acids tested and the 
agar inhibitor is fully retained following refluxing for If hours with 2.5 n NaOH* 
The role of starch. The vrork of Mueller and Hinton (1941) did not explain 
the protective action of starch in their medium, but Schoch and Williams (1944) 
have demonstrated what appears to be the probable mechanism of action. These 
authors described the adsorption of fatty acids by the linear component of com 
starch; the adsorption was reversible, and by the use of either 80 per cent aqueous 
dioxane or methanol the acids could be recovered quantitatively from the starch. 
The Com Products Refining Company kindly supplied samples of various com¬ 
mercially available starch products, which were tested for activity in the Mueller- 
Hinton medium. It was found that mildly hydrolyzed derivatives and the linear 
component of whole starch were as effective as the unmodified product. All 
strongly hydrolyzed starches and glycogen were ineffective in the medium. All 
effective products gave a blue color when tested with iodine, but one starch which 
was not satisfactory for the medium also gave a blue color. This confirms the 
impression of Mueller and Hinton (1941) that commercial starch lost its activity 
when hydrolyzed by ptyalin to the point at which it no longer gave a blue color 
with iodine. 


SUMIVIARY ANB DISCTJSSION OF RESULTS 

The development of the starch agar medium of Mueller and Hinton (1941) 
and the further clarification of the growth requirements of the gonococcus by 
Gould, Kane, and Mueller (1944) seemed to indicate that commercial agar 
contained an inhibitory compound that rendered growth of the gonococcus 
diflficult without starch. Not all strains of gonococcus were sensitive to the 
inhibitor, and, indeed, of the 19 strains used in the work reported in this paper, 
one-half were not sensitive to the inhibitor in its usual concentration in 1.75 per 
cent agar media. Separation of this inhibitor from the agar was successfully 
accomplished by continuous methanol extraction, and the compound was found 
to have many of the properties of fatty acids. It was further concentrated by 
extraction with petroleum ether to the point that 0.5 /xg per ml was sufficient to 
inhibit growth completely. Oleic, stearic, and butter fatty acids were shown to 
have similar inhibitory properties in equivalent concentrations. The actual 
chemical composition of this inhibitor has not been determined, but its solubility 
properties, its approximate equivalent molecular weight, and its biologic similar¬ 
ity to two of the higher fatty acids would indicate that it resembles these fatty 
acids very closely. 

The mechanism of neutralization of the inhibition by starch is postulated to be 
an adsorption phenomenon on the basis of the work of Schoch and Williams 
(1944). Glass and Kennet (1939) have shown in addition that certain varieties 
of blood and sugar charcoals, as well as graphite, permitted growth of gonococci 
in the media which they described. Charcoals have long been knovm to be 
excellent adsorbers of fatty acids, and Linner and Gortner (1935) employed 
“norite’’ to check the Langmuir adsorption equation for 31 organic compounds, 
including 6 fatty acids. The actual mechanism of inhibition of growth of the 
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gonococcus by fatty acids is unknown at present. Several authors, Dubos 
(1945), Dubos and Davis (1946), and Wyss, Ludwig, and Joiner (1945), have 
described the inhibiting eflFects of fatty acids on other microorganisms, so that it is 
possible that other organisms may be found equally susceptible to this inhibiting 
agent in agar. This does not mean that the fatty acid has possibilities as a new 
chemotherapeutic agent; the varying susceptibility of the gonococcus and the 
ease with which the material may be neutralized suggest that its use in clinical 
medicine would be extremely limited. It is felt, too, that extraction of all 
bacteriologic agar to remove the inhibiting acids is not justified in view of the 
favorable results with the addition of starch to a medium like the Mueller-Hinton. 
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UREA DECOMPOSITION AS A MEANS OF DIFFERENTIATING 
PROTEUS AND PARACOLON CULTURES FROM EACH OTHER 
AND FROM SALMONELLA AND SHIGELLA TYPES^ 
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Bacterial decomposition of urea has been especially useful in distinguishing 
between members of the Proteus group and other fecal organisms encountered in 
stool exammations. Originally, the reactions of these organisms on urea were 
determined by the use of sterile urine as a culture medium, and only recently 
have media of known composition been employed (Rusti^an and Stuart, 1941). 
Of the media of known composition, those of Rustigian and Stuart and of 
Ferguson and Hook (1943) have been found suitable to differentiate between 
Proteus and other organisms believed to be urease-negative. 

In considering the formulae of the two media mentioned, it is obvious that the 
medium of Ferguson and Hook (urea, 2 per cent; phosphate buffer; NaCl, 
0.5 per cent; and ethyl alcohol, 1,0 per cent) is of such a nature that only an 
organism capable of utilising urea as a sole source of nitrogen would grow. The 
possibility therefore arises that this medium would not detect organisms which 
could hydrolyze urea but which could not utilize the liberated ammonia as a 
source of nitrogen. In such a case, no growth would occur, and the organism 
would be considered urease-negative. 

The medium of Rustigian and Stuart (urea, 2 per cent; yeast extract, 0.01 
per cent; and phosphate buffer), because of the extremely small amount of nutri¬ 
tive material present, also is subject to the same theoretical limitations, particu¬ 
larly in view of the fact that an organism incapable of utiEzing ammonia is 
probably forced to use the yeast extract not only as a nitrogen source but also 
as a carbon source. If these materials are exhausted before the organism 
shows appreciable growth, its ability to hydrolyze urea cannot be adequately 
determined. The high buffer capacity of the medium would also mask slight 
urease activity if such an organism were capable of initial growth in the medium. 

These two media, however, as stated by the authors, were designed for the 
detection of Proteus organisms, and for this purpose they are weU suited. It was 
thought possible, however, that if a medium were devised which eliminated the 
necessity of an organism’s utilizmg ammonia as a sole source of nitrogen, other 
organisms of the fecal group could be detected which would hydrolyze urea. 

MEDIUM AND METHODS OF TESTING 

The medium devised consists of urea, peptone, sodium chloride, monopotas¬ 
sium phosphate, glucose, phenol red, and agar in proper proportions in distilled 

1 This investigation was made in the Laboratory Service of the 6th General Hospital, 
Casablanca, North Africa. 

* Captain, U.S.A. Reserve, Retired. 
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water. Urea hydrolysis in this medium is shown by a change in color from the 
pale yellow of the fresh medium to an intense red-violet color. 

Preliminary experiments showed that if the quantities of peptone ordinarily 
used in media were employed (0.5 per cent), the false reactions described by 
Ferguson and Hook in Ashworth’s medium were encountered. However, it 
was thought that by decreasing the quantity of peptone used, and by adding 
glucose, the false reactions might be eliminated. The acidity from glucose 
fermentation would thus counteract the alkalinity produced by peptone de¬ 
composition, and the glucose would in addition furnish a readily available source 
of energy, further protecting the peptone from decomposition. To test this 
medium for false positive reactions, and to determine whether or not the acid 
produced from glucose would lead to false negative results, three controls were 
used, together with the final medium, as follows: 


I. Control (Base) 

Peptone, bacto. 1 g 

Sodium chloride. 5 g 

Monopotassium phosphate. 2 g 

Phenol red. 0.012 g 

Agar. 20 g 

Distilled water. 1,000 ml 

II. Control 


Base + 0.1 per cent glucose 

III. Control 

Base + 2 per cent urea 

IV. Final medium 

Base + 0.1 per cent glucose + 2 per cent urea 

The base medium (I) and the base medium with glucose (II) were adjusted 
to pH 6.8 to 6.9, tubed, and sterilized at 15 pounds’ pressure for 20 minutes. 
A 20 per cent solution of urea (Mallinckrodt, analytical reagent) was sterilized 
by passage through a Seitz filter, and enough w^as added to tubes of I and II, 
after they were cooled to approximately 50 C, to make up III and IV with a 
final concentration of 2 per cent urea. 

A rough estimation of the rate of urease activity in Proteus and other coliform 
organisms was made in the following manner: Media were tubed in approx¬ 
imately 5-ml quantities, and the tubes were slanted so as to leave a butt of about 
1 inch in depth with a slant of about 1.5 inches in length. The media were 
inoculated heavily by spreading a bit of growth from a positive Mgler agar 
culture over the entire slant. Organisms which hydrolyzed urea produced the 
characteristic red-violet color on the slant, and, as incubation proceeded, the 
color extended toward the bottom of the tube. The extent of color penetration 
into the medium was taken as a measure of urease activity and was recorded 
as plus and minus signs, as follows: If the color had developed just beneath the 
surface of the slant but had not penetrated further into the medium, the reaction 
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was designated -—. If it had penetrated to the junction of the bottom of 

the slant with the butt, it was designated +. Further penetration into the butt 
was designated ++, +++, and + + ++, the latter sjonbol being used when 
the color had reached the bottom of the tube. 

ORGANISMS USED AND RESULTS 

In addition to the various Proteus species, members of the paracolon, Sal¬ 
monella, and Shigella groups were tested on the media. The paracolon cultures 

TABLE 1 


Cidiural reactions of test organisms on control and urea media 


OKGANISMS 

NO. OF STKAINS 
TESTED 

BASE — I 

BASE + GLU¬ 
COSE = n 

BASE -h TOEA = m 

BASE + GLUCOSE -f" 

UKEA « IV 

VO 

1 day 

6 days 

VO 


6 days 

6 hr 

1 day 

6 days 

6 hr 

1 day 

6 days 

Proteus vulgaris 

7 

N 

N 

YO 

Y 

Y 

Y-N 

R+4* 

R 

++++ 


R 

4++ 

R 

-H-++ 


Proteus mirabilis 

8 

N 

N 

YO 





R 

++++ 

■ 




Proteus morganii 

5 

N 

N 

YO 

Y 

Y 

Y 

R++ 

R 

++++ 


R 

++ 

R 

4-4'4’+ 


Proteus rettgeri 

4 

N 

N 

YO 

Y 

Y 

Y 

E.++ 

R 

++++ 


R 

+++ 

R 







Y 

Y 

Y-N 


N 

YO-OP 

Y-R 

Y-R4- 

R+ to R 
++++ 

3-5 

Paracolon inter¬ 
mediate 

11 

N 

N 

YO-0 

Y 

Y 

Y-N 


N 

O-OP 

Y-R 

+“ 

Y-R-h 

R-l-to 

R++++ 

3-5 

Paracolon Pscke- 
ricMa 

23 

N 

N 

YO-O 

Y 

Y 

N-YO 

N 

N 


Y 

■ 

y-yo 

SalmoneUa 

species 





Y 

Y 

N 

N 

N 

YO 

Y 

■ 

N 

Shigella species 

■ 




B 

B 


N 

N 

N-YO 

Y 

Y 

y 


N *a color of nninoculated control. Y = yellow* YO ** yellow*orange, O «* orange, OP «= orange-pink, and R 
red-violet Plus and minus signs indicate extent of penetration of color into medium (see text). Letters with hyphens 
between indicate variations of different strains. Numbers in last column indicate number of days for 4 + reactions 
to develop. 


were classified as paracolon Aerohacier, paracolon intermediates, or paracolon 
Escherichia on the basis of biochemical characteristics. All the cultures tested 
were freshly isolated from stool specimens in connection with another investi¬ 
gation. 

Cultural reactions of the test organisms on the urea medium and the controls 
are shown in table 1. All media were inoculated as described and incubated 
at 37 C. Observations were recorded at the end of 6 and 24 hours, and every 
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day thereafter for 6 days. For the sake of brevity, only the 6- and 24-hour and 
the 6-day periods of incubation are given in the table. Eeactions are recorded 
as letters which represent the colors of the media at the incubation periods shown. 
Tubes of uninoculated media were incubated at the same time. Inoculated 
controls were observed to go through all or part of the following color changes: 
Y?=^N->Y0~^0--> OP. The meaning of these letters is given under table 1. 
Uninoculated media showed no appreciable color change after 6 days^ incubation. 

The letter R is used to represent the red-violet color produced by definite 
urea hydrolysis. The difference between this color and the deepest color (OP) 
produced on the control media is striking. Furthermore, in only one culture 
of the 45 urease-positive cultures tested was this color developed gradually over 
the 6-day period. In all other cultures it was produced abruptly (overnight) 
from a negative slant, then it penetrated either rapidly or slowly into the body 
of the medium, depending on the rate of urea hydrolysis. 

The data in table 1 show that the moderate alkaline reaction produced by the 
test organisms on the basal medium (I), even though not of sufficient intensity 
to be confusing, is effectively counteracted by the addition of glucose (medium 
II). On the other hand, the presence of glucose not only fails to give false 
negative reactions through acid production, but actually stimulates urease activ¬ 
ity in the slow urea-splitting paracolon organisms (medium IV). In no case 
was the characteristic red-violet color developed by the latter organisms on 
medium III, though there was a greater color development after 6 days (OP) 
than was shown by urease-negative organisms. Hence, glucose apparently 
increases the sensitivity of the medium in detecting weak urea-splitting or¬ 
ganisms. The stimulating action is probably due to the increased rate of 
metabolism and cell reproduction accompan 3 dng such a readily available source 
of energy. The fact that the stimulating effect is slight in the Proteus group 
suggests that the urease in that group is perhaps a strong constitutive enzyme 
of considerable importance in the normal metabolism of the cell. 

The ne-w medium demonstrates definite nrease activity in the paracolon 
Aerobacter and paracolon intermediate organisms tested. This is not surprising 
in view of the fact that normal Aerobacter and intermediate organisms are 
known to be able to utilize urea as a sole source of nitrogen (Vaughn and Levine, 
1942). It might be expected that though these organisms in their evolutionary 
development might lose their capacity to utilize urea ammonia as a sole source 
of nitrogen, they could retain or quickly regain their ability to hydrolyze urea. 

There is a marked difference between Proteus and the urease-positive par¬ 
acolon organisms in the rate of urea hydrolysis as determined by this medium. 

The majority of Protem organisms within 1 hour after inoculation gave Rfi- 

reactions, and mthin 6 hours the color had penetrated deeply into the medium. 
All Protem species gave R+ -j- -4- reactions after 24 hours. Members 
of the urease-positive paracolon organisms varied from a few which gave only 
a R-f reaction after 6 days, indicating delayed ability to hydrolyze the urea, to 
those which gave R+ - — reactions in 6 hours, developing slowly to 
R4- -f + + reactions after 3 to 5 days. 
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Within the genus Proteus itself no marked difference between the various 
species in rates of urea hydrolysis was detected. Rustigian and Stuart (1941) 
have reported that Proteus morganii was distinctly slower in hydrolyzing urea 
than were other species of the group. Although comparatively few strains of 
this species were tested in the present study, it appears that, under the more 
suitable conditions of growth offered by the new medium, the organism hy¬ 
drolyzes urea as readily as do other members of the group. 

The paracolon Escherichia cultures tested did not hydrolyze urea. It would 
not be surprising, however, in view of the cultural variations among paracolon 
organisms, to find occasional paracolon Escherichia cultures capable of hy¬ 
drolyzing urea, and conversely to find occasional paracolon Aerobacier and 
paracolon intermediate cultures which fail to hydrolyze the compoimd. The 
data presented here, however, indicate that most paracolon Aerobacier and 
paracolon intermediate cultures are urease-positive, and that paracolon Escheri¬ 
chia cultures are urease-negative. 

The Salmonella and Shigella species tested in this investigation and in sub¬ 
sequent routine use of the medium over a period of 6 months were never found 
to produce even a trace reaction on the medium described. Eving (1946) 
subsequently used the medium routinely in the examination of thousands of 
feces specimens and confirmed these findings. 

It is believed that the medium described is of distinct value as a routine aid 
in enteric bacteriology. Its usefulness lies in its convenience, dispensing as it 
does with further manipulation after it has been inoculated, and in its ability 
to demonstrate hydrolysis of urea in Proteus organisms within 1 to 6 hours and 
in paracolon Aerobacier and paracolon intermediate organisms usually within 
24 hours. These organisms can thus be eliminated from subsequent routine 
serological investigations without further time- and material-consuming tests. 

The medium, however, cannot be used to determine absolute rates of urease 
activity, nor, it is believed, can any medium thus far described. The fact that 
most of the urease-positive paracolon organisms tested in this study hydrolyzed 
urea within 24 hours, and then proceeded slowly to decompose the urea further, 
as shown by the slow penetration of the alkaline color of the indicator into the 
medium, may be merely an indication of lack of tolerance of the organisms to 
increased alkalinity, with subsequent depression of urease activity. Final word 
on absolute rates must therefore aw^ait further investigation. 

SUMMARY 

A urea medium is described which eliminates the necessity of an organism’s 
utilizing urea ammonia as a sole source of nitrogen, and which is therefore 
capable of demonstrating urease activity in organisms somewhat more fastidious 
in their nitrogen requirements. The medium shows that, in addition to Proteus, 
paracolon Aerobacier and paracolon intermediates are definitely urease-positive. 
Paracolon Escherichia as well as S^lmoneUa and Shigella species are urease¬ 
negative. 

The medium is recommended as an aid in routine enteric bacteriology became 
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of the convenience of its use, the rapidity with which it detects paracolon Aero- 
hacter and paracolon intermediate organisms, as well as Proteiis, making it possi¬ 
ble to eliminate these cultures from further serological tests. Theoretical aspects 
of urea decomposition as shown by this medium are discussed. 
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Previous reports from our laboratories have dealt with the relation of nutrition 
to the resistance of rhesus monkeys and of Swiss mice to virus infections, polio¬ 
myelitis (Rasmussen, Waisman, Elvehjem, and Clark, 1944; Lichstein et al., 1944; 
Rasmussen, Waisman, and Lichstein, 1944; Clark et al., 1945; Lichstein et al., 
1945). The present study is directed to the possible influence of thiamine in the 
resistance of chicks to avian encephalomyelitis, a disease first described by 
Jones (1932). 


EXPERIMENTAL 

One-day-old wLite leghorn chicks maintained in electrically heated cages with 
raised screen bottoms were used in these experiments. The basal ration was 
essentially the one described by Briggs et aL (1945) and had the following per¬ 
centage composition; dextrin 60, alcohol-extracted casein 18, gelatin 10, salts 
6, and soybean oil 6. Each 100 g also contained Z-cystine 300 mg, riboflavin 
0.6 mg, pyridoxme 0.4 mg, calcium pantothenate 2 mg, niacin 5 mg, choline 
150 mg, inositol 100 mg, p-aminobenzoic acid 5 mg, biotin 0.02 mg, folic acid 
0.10 mg, ascorbic acid 100 mg, 2-methyl-1,4-naphthoquinone 0.05 mg, and 
a-tocopherol 0.3 mg. In addition, each chick received 3 drops of halibut liver 
oil (a source of vitamins A and D) weekly. 

The strain of virus used w^as received through the courtesy of Dr. E. Jungherr 
of the University of Connecticut and was carried through four passages before 
being used in these experiments. The chicks were given 0.05 ml intracerebrally 
of either a 1 or 2 per cent suspension of infected chick brain and cord -without 
ether anesthesia. 

When placed on the basal ration, 1-day-old chicks usually succumbed -within 
a week to a thiamine deficiency, and since the incubation period for the virus is 
10 to 14 days, it was not feasible to use this ration by itself. The addition of 
40 pg of thiamine per 100 g of this ration also proved inadequate in extending 
the survival period, but when the level of thiamine was raised to 60 jug per 100 
grams, the chicks survived beyond the virus incubation period, although they 
showed poor growth and deficiency signs. The chicks -were divided into three 
groups: group 1 received the basal ration containing 60 pg of thiamine per 100 
g; group 2, the basal ration containing 90 pg of thiamine per 100 g; and group 3, 

^ These studies were aided by a grant from the National Foundation for Infantile Paraly¬ 
sis, Inc. We are indebted to Merck and Company, Rahway, New Jersey, for the crystalline 
vitamins, and to Wilson and Company, Inc., Chicago, for the gelatin. 
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the basal ration containing 300 fxg of thiamine per 100 g. Since the minimum 
thiamine requirement of the chick is about 150 fig per 100 g of ration, this 
division allowed study of a deficient, a suboptimimi, and an optimum level of the 
vitamin. The animals were inoculated within a week after they were placed on 
the diets. 

The observed signs of this virus disease are a weakness of the legs manifested 
by an inclination to assume a sitting position. The weakness may progress after 
a few days to prostration and death. These signs are differentiated from 
thiamine deficiency by the fact that opisthotonus is absent, that the chicks do not 
respond to thiamine therapy, and that they do not immediately lose weight. 
l^Tien paralysis occurred in the groups receiving the deficient and suboptimum 
levels of thiamine, the animals were immediately given, per os^ 1 mg of thiamine 
a day for 2 days, in order to determine whether the paralysis was due to the 
virus infection or to thiamine deficiency. 

TABLE 1 


The influence of various levels of thiamine on the susceptibility of white leghorn chicks to 

avian encephalomyelitis 


SUPPLEMENT 

60 jug Bi 

PER 100 GRAMS 

90 ug Bt 

PER 100 GRAMS 

300 MS Bi 

PER 100 GRAMS 

12 days after inoculation 

No, of chicks without paralysis. 

5 

22 

• 31 

No, of chicks paralyzed.... i 

30 

15 

5 

22 days after inoculation 

No. of chicks without paralysis. 

1 

8 

19 

No. of chicks paralyzed.. 

34 

29 

16 



These chicks were inoculated within a week after they were placed on experiment. 


In the first series, which included 12 chicks in each group, those which re¬ 
ceived the largest supplement, 300 Mg thiamine per 100 g, exhibited a lower 
incidence of infection than those in either of the other two groups. The incu¬ 
bation period for the virus was longer, the paralysis was less severe, and fewer 
deaths occurred in the paralyzed chicks. 

This series was repeated twice with similar results in each case; the composite 
figures are given in table 1. More than 50 per cent of the chicks receiving 300 
Mg of thiamine per 100 g of ration were protected from the vims infection, 
compared to practically no protection in the group receiving the 60 Mg supple¬ 
ment and 22 per cent in the group receiving the 90 Mg supplement. 

Another series of experiments was run simultaneoiisly in which 1-day-old 
chicks were given the basal ration supplemented with 300 Mg of thiamine for 
2 weeks. Then they were divided into 3 groups to receive the same supplements 
of thiamine as in the other series (60, 90, and 300 Mg per 100 g of ration, re¬ 
spectively). After 2 weeks on this regimen, all chicks were inoculated with the 
Tims. 
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In this series the chicks maintained on the optimum level of thiamine were 
not protected, the greatest percentage of surviving chicks being in the group 
receiving 60 fig of thiamine per 100 g of ration. This experiment was also re¬ 
peated twice with similar results. The composite results are presented in table 
2. It is interesting to note that the incubation period for the virus was reduced 
in the group receiving the highest level of thiamine, and in some cases paralysis 
was observed 5 days after inoculation. Only 4 chicks out of 34 failed to show 
paralysis in this group as compared with 10 out of 27 in the group receiving 60 
fig of thiamine per 100 g of ration. 

It is evident that the degree of protection afforded the chicks against this 
virus depended upon a number of factors, which included the age of the chick, 
the previous state of nutrition, and the state of nutrition at the time of inocu¬ 
lation. 

Reports from this laboratory have shovm that mice fed diets deficient in thia¬ 
mine manifest a striking resistance both to Lansing strain poliomyelitis and to 

TABLE 2 


The influence of various levels of thiamine on the susceptibility of white leghorn chicks 


SUPPLEMENT 

mug Bi 

PEE 100 GSAMS 

90 jug Bi 

PEE 100 GEAMS 

300 fig Bi 

EEE 100 GEAMS 

12^days after inoculation 




Ko. of chicks without paralysis. 

18 

6 

12 

No. of chicks paralyzed. 

9 1 

18 

23 

22 days after inoculation 




No. of chicks without paralysis. 

10 

2 

4 

No. of chicks paralyzed. 

17 

22 

30 


These chicks were given a ration with 300 yg of thiamine per 100 grams for 2 weeks, then 
depleted for 2 weeks, and then inoculated. 


Theiler’s encephalomyelitis (Rasmussen, Waisman, Elvehjem, and Clarke 

1944) , but the level of thiamine does not appear to be a crucial factor in the 
susceptibility of monkeys to the MV strain of poliomyelitis virus (Clark et aL, 

1945) . The results obtained vdth our first series of chicks, which were started 
immediately on the depletion diets, showed an entirely different picture from 
those exhibited either by the mouse or the monkey in that the higher levels of 
thiamine gave the greatest protection. On the other hand, the results with the 
chicks that were first ^ven a complete ration and then depleted corresponded 
more directly with the results in mice. It is possible that the presence of the 
yolk sac in the younger chicks may have had some influence on the rate of 
thiamine depletion and hence some effect on the degree of resistance. 

SUMMARY 

One-day-old white leghorn chicks, divided into 3 groups, receiving a low, 
suboptimum, and optimum level of thiamine were inoculated with a virus 
suspension of avian encephalomyelitis- The chicks receiving the hipest level 
of thiamine were protected to the greatest degree. 
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In another series 1-day-old white leghorn chicks were given an optimum level 
of thiamine in the ration for 2 weeks, then divided into 3 groups receiving levels 
of thiamine as indicated in the previous experiments for 2 weeks, at the end of 
which time they were inoculated. In this case the chicks receiving the lowest 
level of thiamine were protected to the greatest degree. 
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Recent reports have clearly shown that bacteria tend to become rapidly 
resistant to streptomycin, both in vitro and clinically (Buggs, Bronstein, Hirsh- 
feld, and Pilling, 1946; Miller and Bohnhoff, 1946; Youmans and Feldman, 
1946). In the present work we will report on the development of streptom^^cin 
resistance in 12 strains of the shigellae and the nature of this in vitro resistance. 
A brief summary of this work has previously been reported (Klein and Eammel- 
man, 1946). 


MATERIALS AND METHODS 

Media, Extract broth containing 1 per cent Parke, Davis peptone, 0.3 per 
cent Difco beef extract, and 0.5 per cent sodium chloride, pH 7.3, was used 
routinely for all assays. 

Streptomycin, Several lots of streptomycin varying in potency from 250 to 
500 units per mg were used throughout the work.^ No difference was observed 
in the inhibitory action of equivalent units of the several preparations when 
tested against the shigellae. The streptomycin was diluted in extract broth, 
and the varying concentrations were assayed in a standard volume of 5 ml 

Test organisms. The 12 strains used in the w^ork are listed in table 1 and are 
classified according to the schema of Boyd. (For the relationship between this 
and other classifications see Weil, Black, and Farsetta, 1944.) They were 
stored on agar slants at 4 C and during the course of the work were transferred 
once to agar slants. 

Inoculum. The standard inoculum in our assays "was 0.1 ml of a 20- to 24- 
hour broth culture containing approximately 200,000,000 bacteria per ml. 
Titers were read in 48 hours. 


EXPERIMENTAL 

All 12 test strains were found to be susceptible within the range of 3 to 7 
units per ml under the conditions of our assay. The omission of the sodium 
chloride from the extract broth would have given us higher streptomycin titers. 
For example, a strain inhibited by 7 units of streptomycin per ml in the presence 
of 0.5 per cent sodium chloride was inhibited by 2 units per ml in the absence of 
sodium chloride. 

^This investigation has been aided by a grant from the Josiah Maey, Jr., Foundation. 

®We wish to thank Dr. Chester S. Keefer, Chairman of the Committee on Chemo¬ 
therapeutic Agents of the National Research Council, and the Wyeth Institute of Applied 
Biochemistry for our supply of streptomycin. 
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The rate of the development of streptomycin resistance in these 12 strains was 
determined by repeated subcultnring after 48 hours^ incubation at 37 C from 
the last streptomycin broth tube showing growth in the initial assay to broth 
tubes containing increasing concentrations of streptomycin. For example, 
starting with a strain of Shigella dysenieriae which was inhibited by 6 units and 
subculturing 0.1 ml from the growth in 5 units, then subculturing from the growth 
in 20 units, we obtained growth in 1,000 units per ml after only two subcultures. 
A large inoculum of resistant bacteria was not necessary to initiate growth: the 
culture resistant to 1,000 units that was diluted out so that the test inoculum 
contained only 1 to 10 bacteria gi'ew readily in 1,000 units of streptomycin per 
ml. One thousand units of streptomycin per ml was the highest concentration 
routinely used because of a limited supply of streptomycin, though this strain of 

TABLE 1 


Number of transfers in streptomycin broth of a susceptible culture before growth in IflOO units 
of streptomycin per ml was obtained 


ORGANISM 

ASSAY 

ORGANISM 

ASSAY 

1 

2 

3 

1 

2 

3 

iS. dysenteriae . 

2 

2 

3 

8, paradysenteriae 




S. sonnei . 

2 

5 

2 

FlftYTiAr 4 

11* 

3 

2 

8. amhigua (Sclinutz). 

9 

5 


Flexner 5. 

2 

3 


8, paradysenteriae 




Flexner 6. 

2 

6 

2 

Flexner 1. 

2 

i 7 

3 

Boyd 1 *. 

11 

4 


Flexner 2. 

5 

! 

1 3 


Boyd 2 -. 

11* 


2 

Flexuer 3. 

: 4 

6 


Boyd 3.. 

11* 

o 

K 







x> 



Growth in 200 units per ml. 


S. dysenterias was later found to grow in 10,000 units but not 25,000 units of 

streptomycin per ml. 

In table 1 we have summarized the results obtained with the 12 strains, in¬ 
dicating the number of transfers in streptomycin broth required before growth 
was obtained in 1,000 units of streptomycin per ml of broth. Each of the strains 
was assayed at least twice; six of the strains were assayed three times. We found 
that the strains varied in the rate at which they became resistant, and the same 
strain on du|)licate assays would often show marked differences in the rate at 
which reastance developed. Though 8. dysenteriae consistently became re¬ 
sistant at a rapid rate, several of the other strains showed marked differences in 
the rate at which resistance developed. For example, in one assay the Flexner 
4, Boyd 2, and Boyd 3 grew only in 200 units after 11 transfers, but on repeated 
assays they showed a more rapid rate of development of resistance^ Though 
the rate of development of resistance varied on repeated assays, it was clear 
that all tte strain were capable of becoming rapidly resistant to streptomycin. 

Stability of resisiard strains. We determined the resistance of the five strains 
shown in table 2 after 6 months’ storage on agar slants at 4 0, during which 
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time they were transferred once to fresh agar slants. All the strains were still 
resistant to 1,000 units of streptomycin per ml. We then tested the stability of 
the strains by subculturing them in plain extract broth daily for 50 days and 
determining the resistance of the strains after 5, 15, 20, 30, and 50 subcul¬ 
tures. After 50 transfers, two of the strains were still resistant to 1,000 units 
of streptomycin (table 2), whereas the remaining three strains showed a drop in 
resistance, though all still possesssed a significant degree of resistance. 

We also determined the stability of resistance of four strains at a time when 
they had developed only a moderate degree of resistance. As shown in table 3, 

TABLE 2 


Change in resistance of strains of shigellae initially resistant to lfX)0 units of streptomycin 
per ml following daily subcultures in extract broth 


NO. 

DAILY 

stmcuL- 

TURES 

SHIGELLA 

DYSENTERIAE 

1 

SHIGELLA SONNEI 

SHIGELLA 

AMBIGUA 

SHIGELLA PAEADYSEOTEEIAE 

Boyd 2 

Flexner 2 

6 

1,000* 

1,000 

250 i 

1,000 

1,000 

15 

1,000 

1,000 

250 1 

1,000 

1 500 

20 

1 1,000 

1,000 

250 i 

250 

500 

30 

' 1,000 1 

1,000 

250 

250 

' 250 

50 

i 1,000 ' 

1,000 

250 1 

250 

100 


* Units of streptomycin per ml. 


TABLE 3 

Change in resistance of strains of shigellae initially resistant to 100 and 50 units 
of streptomycin pen- ml following daily subcultures in extract broth 


NO. DAILY SHB- 
CDLTDEES 

SHIGELLA PAEADYSENTESIAE 

4 

SHIGELLA AMBIGDA 

Flexner 4 

Boyd 3 

Boyd 1 

0 

50* 

100 

100 

100 

5 

50 

100 

100 

100 

10 

50 

50 

100 

50 

30 

50 

10 

50 

m 


* Units of streptomycin per ml. 


three of the strains were initially resistant to 100 units per ml of streptomycin 
and one strain was resistant to 50 units per ml of streptomycin. After 30 daily 
subcultures in broth one of the strains was xmchanged in its resistance, two strains 
showed a moderate drop, and one strain reverted back to approximately its 
original sensitivity. The results therefore indicate that streptomycin resistance 
is a relatively stable characteristic of the strains studied, though a drop in re¬ 
sistance may occur upon continued transfer in broth. It was observed that 
streptomycin resistance was usually associated with a reduction in the rate of 
growth. The development in a resistant strain of a more rapidly groyring sus¬ 
ceptible variant might result in a reduction in resistance to the level of the 
susceptible variant. 
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Certain of our resistant strains occasionally showed atypical reactions in 
RusselFs double sugar agar, giving both an acid slant and an acid butt. How¬ 
ever, after 5 to 7 transfers in this medium the cultures would revert to the typical 
alkaline slant and acid butt with no change in resistance. This is of interest in 
that it shows that during the in vitro development of resistance certain changes in 
the biochemical activity of the bacteria may be associated with the development 
of resistance in the shigellae, though resistance may be independent of the 
observed biochemical changes. 

Spontaneous occurrence of streptomycin-resistant variants. In considering the 
nature of streptomycin resistance, it was thought that in the normal growth of a 
culture a variant might be throvm off that would be capable of growing in a high 
streptomycin concentration. At the time of the appearance of this variant the 
culture would show an increased resistance. Since these highly resistant variants 

TABLE 4 


Variation in streptomycin resistance of bacteria in a susceptible culture of Shigella dysenteriae 


20-hr. bsoth cul- 
TUSE (200,000,000 

PEXMT.) DILUTION 
IN SAXINE 

STREFrOMYCTN AGAR (UNITS PER ML) 

0 

0.5 

1 

2 1 

3 

s 

7 

10~1 

+ 

-h 

4 - 

4 - 

4- 

2 

0 

10“S 

+ 

+ 

4 - 

4 - 

79 

0 

0 

10-3 ! 

4 * 

4 

+ 

+ 

8 

0 

0 

10-^ i 

+ 

-f 

+ 

4 - 

1 

0 

0 

10~s j 

+ 

4 

' + 

456 

0 

0 

0 

10-6 1 

210 

260 

200 

38 

0 

0 

0 


Pour plates were prepared by adding 1 mi of each bacterial dilution to 18 ml of varying 
streptomycin concentrations in melted agar. Colony counts determined in 48 hours. 

4* = colonies too numerous to count. 


would certainly be very few in number, it would be necessary to examine very 
large numbers of bacteria for the presence of such variants. 

We first determined the distribution of resistant bacteria in our standard 
inoculum of 20,000,000 bacteria. A 20-hour broth culture of S. dysenteriae 
was diluted in saline in a series of tenfold dilutions to 10“® and each dilution was 
assayed against concentrations of streptomycin in melted agar varying from 
0.5 to 7 units of streptomycin per ml. Pour plates were prepared by adding 1 
ml of each bacterial dilution to 15 ml of the varying streptomycin dilutions in 
melted agar, and colony counts were determined after 48 hours^ incubation 
at 37 C. As shown in table 4, at a concentration of 2 units of streptomycin per 
ml there was a significant reduction in the number of bacteria, and no bacteria 
were resistant to 7 units of streptomycin per ml. The highest streptomycin 
agar concentration permitting growth is closely correlated with the broth titers. 
In a test sample of 20,000,000 bacteria there were therefore no bacteria resistant 
to 7 units of streptomycin. When, however, we examined approximately 8,000," 
000,000 bacteria of the susceptible S. dysenteriae strain, we were able to isolate 
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bacteria resistant to 1,000 units of streptomycin per ml. We took 400 one- 
tenth-ml samples from 40 ml of a 24~hour broth culture and inoculated each 
sample into a broth tube containing 1,000 units of streptomycin per ml. After 
48 hours’ incubation we obtained growth in five of the broth tubes. By examin¬ 
ing a very large number of bacteria we were therefore able to isolate from a 
susceptible culture a few bacteria showing the same order of resistance as our 
most resistant strains. 

We did duplicate assays on a total of six susceptible strains for the presence 
of 1,000-unit variants (table 5), and from every culture we were able to isolate 
variants resistant to 1,000 units of streptomycin per ml. In three of the cultures 
no resistant variants were obtained on the first assay in which approximately 
8,000,000,000 bacteria were examined, but upon repeating the assays 1,000- 
unit variants were isolated. Assuming that grow^th in each tube was due to a 
single resistant bacterium, we have calculated the ratio of resistant to susceptible 

TABLE 5 


Growth of resistant variants in IflOO units of streptomycin per ml 



K UMB£!R 

Assay 1 

POSITIVE 

Assay 2 

RATIO OF RESISTANT VARIANTS 
TO TOTAL NUMBER OF CELLS 

Shigella paradysenteriae (Flexner 4). 

24 * 

4 

1:570,000,000 

Shigella dysenteriae . 

5 : 

2 

1:2,300,000,000 

Shigella sonnei . 

1 1 

1 

1:8,000,000,000 

Shigella paradysenteriae (Boyd 2). 

0 

3 

1:5,300,000,000 

Shigella amhigua (Schmitz) .. 

0 1 

2 

1:8,000,000,000 

Shigella paradysenteriae (Boyd 1). 

0 i 

1 

1:16,000,000,000 


Four hundred broth tubes containing 1,000 units per ml of streptomycin were each 
seeded with 0.1 ml (20,000,000 bacteria) of the susceptible cultures. 


cells. These ratios are merely approximations since we did not have enough 
streptomycin to obtain a more accurate figure by repeated assays on each culture. 

We were interested in determining whether a pure susceptible culture of S. 
dysenteriae could be obtained by the continuous colony selection of susceptible 
cells. A 24-hour broth culture of the susceptible S. dysenteriae w’^as streaked out 
on agar plates, and 100 colonies were picked, each colony being inoculated into a 
broth tube and an agar slant. One-tenth-ml samples of each of the 24-hour 
broth cultures were assayed against 2, 10, and 25 units of streptomycin. Four 
per cent of the samples grew in 25 units, 12 per cent grew in 10 imits, and all the 
100 samples grew in 2 units of streptomycin per ml. A susceptible broth culture 
inhibited by 10 imits was selected, and the growth from the paired agar slant 
which had not been exposed to streptomycin, but which represented the growth 
from the same colony, was streaked out. Fifty colonies were transferred to 50 
broth tubes, and their paired agar slants and the 50 broth tubes were assayed. 
A susceptible culture was again streaked out, and the selection and testing of 
50 colonies was repeated for a total of six assays. On the sixth assay the culture 
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did not grow as a pure susceptible, but 2 per cent of the samples still grew in 
25 units, and 4 per cent of the samples grew in 10 units of streptomycin per ml. 
The development of streptomycin-resistant variants was then a fundamental 
characteristic of this strain. 

Failure of washed resting cells to develop an increased resistance to streptomycin. 
Though our results have shown that resistant variants arise independently of 
streptomycin action, it is still possible that streptomycin may be capable of 
inducing specific cellular changes in the direction of greater resistance. Since 
resistant variants arise independently of streptomycin action during the growth 

TABLE 6 

Failure ef washed resting cells* of Shigella paradysenteriae {Flexner 1) to show an increase in 
resistance following 7 days* exposure to streptomycin 
(Original assay: bacterial count, 120,000,000 per ml; streptomycin tolerance, 5 units per 

mlt) 


APTES EXPOSURE TO 

BACTERIA!. COUNT PER ML 

STREPTOMYCIN 

TOLERANCE 

Temperature 

Streptomycin 


units per ml 


units p»r ml 

4 C 

\ 0 

400,000 

It 

4C 

1 

16,000 

0.5 

4 C 

3 

40 

0§ 

4 C 

10 

0 

0 

Boom 

0 

12,000,000 

1 

Boom 

1 

150,000 

1 

Boom 

3 

96,000 

0.5 

Boom 

10 

25,000 

0 

37 C 

0 

200,000 

1 

37 C 

1 ! 

0 

0 

37 C 

3 

0 

0 

37 C 

10 

0 

0 


* Cells were washed three times in distilled water and suspended in final streptomycin 
concentrations of 1,3, and 10 units per ml. 

t Growth in 5 units; complete inhibition in 6 units. 
t Growth in 1 unit; complete inhibition in 2 units. 

§ No growth in 0.5 unit, 

of a culture, any study of the role of induced resistance would have to be done 
under conditions in which active cellular division does not occur. We therefore 
used washed resting cells in order to determine whether streptomycin could 
directly modify bacteria in the direction of greater streptomycin resistance. 
In order to test for any increase in the resistance of resting cells it was first 
necessary to determine whether streptomycin had any action on resting cells. 
We found that 5 units of streptomycin per ml after 72 hours at 37 C could 
sterilize a washed cell suspension of S, dysentmae, and that as little as 1 unit of 
streptomycin per ml was actively germicidal. We therefore set up the following 
experiment, using S, dysenteriae and S, paradyserderiae (Flexner 1) as our test 
strains. 
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A 20-lioiir broth culture was centrifuged, and the cells were washed three 
times in distilled water and suspended in distilled water. The bacterial count 
and the initial resistance of the test bacterial suspension were determined as 
shown in table 6. A series of 12 tubes were then prepared containing 10 ml of 
the distilled water suspension of bacteria. Three of the cultures were kept as 
untreated controls, and to the remaining 9 tubes streptomycin wns added to 
give final concentrations of 1, 3, and 10 units. The cultures were divided into 
3 groups of 4 each. One group was placed in the refrigerator at 4 C, another was 
kept at room temperature, and the third group was incubated at 37 C. After 
7 days, counts were taken on all the cultures to determine W’hether streptomycin 
in the test concentration did possess germicidal activity. The results in table 
6 show that all the test concentrations of streptomycin show some germicidal 
activity. The surviving cells were then tested for their resistance by assaying 
0.1-ml samples from the test cultures. All the cultures showed a decrease rather 
than an increase in resistance to streptomycin. The results obtained with S, 
dysenteriae were similar to those shown in table 6 for S. paradysenteriae 
(Flexner 1). 

Increased susceptibility of shigellae following exposure to streptomycin. In 
addition to noting a decrease in the resistance of our washed cells to strepto¬ 
mycin, we also noted that, during the early development of resistance in our 
growing cultures, subcultures from the growth in a streptomycin tube instead of 
showing an increased resistance would occasionally show a decreased resistance 
or fail to grow. It was found in such cases that, though the bacteria were cap¬ 
able of initiating growiih in a given concentration, they were really not resistant 
to that concentration; for upon continued exposure to streptomycin they were 
gradually killed. Counts done in such broth cultures at 24, 48, and 72 hours 
showed a marked reduction in the number of cells, frequently terminating in the 
sterilization of the culture. Associated with this reduction in count was a 
reduction in resistance to streptomycin. In certain cases, therefore, growth in 
a streptomycin broth tube, as judged by turbidity, may not necessarily mean 
that the bacteria are resistant to that concentration. 

DISCUSSION 

Our results have shown that in vitro the development of resistant variants, 
independent of the direct action of streptomycin, fcUoived by the selection of 
these variants in an environment containing a high concentration of strepto¬ 
mycin, is a mechanism for the development of streptomycin resistance. 

Demerec (1945) has studied the development of resistance of a strain of 
Staphylococcus aureus to penicillin. He found that in a population of bacteria 
certain cells wrere resistant to low concentrations of penicillin, and he indicated 
that by a series of mutations independent of penicillin action the bacteria gradu¬ 
ally became resistant. Our results show^ that, in the case of streptomycin, re¬ 
sistance is also the result of spontaneous variation independent of the action of 
streptomycin. But in the case of streptomycin we have found by examining a 
very large number of bacteria that there were present in a susceptible culture 
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certain bacteria resistant to very high concentrations of streptomycin. A 
high degree of resistance may therefore result from the presence of a single 
resistant variant. Variants shoving a moderate degree of resistance may also 
occur as indicated by the relatively slow development of resistance in certain 
of the strains. Therefore the time at which a variant develops and the magni¬ 
tude of its resistance should determine the rate at which a culture becomes 
resistant. We did not undertake a quantitative analysis of the correlation 
between the rate of development of streptomycin resistance and resistant 
variants because the work would have required large amounts of streptomycin. 

Clinically, a situation analogous to our in vitro results may perhaps occur. 
There may be present in an infection a few resistant bacteria, and, as we have 
indicated, resistant variants are so few in number that they would readily be 
missed by the usual assay procedure for streptomycin susceptibility. The 
infecting bacteria would then be called susceptible. Following streptomycin 
therapy most of the susceptible bacteria would be killed, and, if the body de¬ 
fenses did not destroy the few remaining resistant variants, they would multiply 
and we w^ould say the culture had become resistant. Actually we might be 
dealing with a delayed recognition of the fact that the culture initially contained 
resistant cells. It is also important to note that if one is confronted with 
resistant variants of the order of magnitude that we have observed, even using 
the maximum streptomycin concentrations possible, one could not obtain 
streptomycin levels capable of destroying these bacteria. 

The clinical problem of chemotherapeutic resistant strains is obviously of 
great importance, and, as has been suggested by several workers, we are probably 
selecting out from our bacterial population strains resistant to our known 
chemotherapeutic agents. In the case of streptomycin the development of 
resistant strains is already a major therapeutic problem. It appears to us that 
the simultaneous use of streptomycin and an additional chemotherapeutic 
agent may be an effective means for preventing the continued selection of 
resistant strains. 

We have previously shown that in the case of penicilUn and the sulfonamides 
(Klein and Kalter, 1946) an important factor in the observed synergism resulted 
from the ability of a relatively low concentration of one chemotherapeutic agent 
to inhibit the small number of bacteria resistant to the other chemotherapeutic 
agent. In experiments which we wdll report at a later date we have found that 
bacteria resistant to streptomycin are still susceptible to penicillin and the 
sulfonamides, and that in vitro a combination of streptomycin with penicillin or 
suKonamides, or both, "was more effective than either agent alone. An important 
factor in the synergism "was the inhibition of a few bacteria resistant to the test 
concentration of one chemotherapeutic agent by the added chemotherapeutic 
agent. 

STUVEMARY 

Twelve strains of sMgellae were studied and the rate at which they became 
resistant to streptomycin in vitro was determined. Streptomycin resistance was 
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found to be a relatively stable characteristic of these strains, though a drop in 
resistance did occur with some strains. 

By examining very large numbers of bacteria it was possible to isolate from 
a susceptible culture variants shoving a very high degree of resistance. 

Washed cells exposed to active concentrations of streptomycin for 7 days 
showed no increase in their resistance. 

It is concluded that the in vitro development of streptomycin resistance in 
the shigellae is the result of the occurrence of resistant variants followed by the 
selection of these variants in a high streptomycin concentration. A single re¬ 
sistant variant is sufficient to cause a high degree of streptomycin resistance. 
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Phage-resistant bacteria have been reported by most investigators to show 
no affinity for the phage to which they are resistant, thus failing to adsorb it 
(Prausnitz and Firle, 1924; d’Herelle, 1926; Burnet, 1929a, 19295; Krueger, 
1931; Delbruck, 1942; and others). Resistance in such cases could be due to 
surface differences in the organisms preventing combination of phage and bac¬ 
terium. There have been some reports of adsorption by resistant bacteria, but 
the cases are not clear-cut. Applemans (1922) recorded adsorption by both 
susceptible and resistant bacteria of the same strain. Flu (1923) reported ad¬ 
sorption by phage-resistant, pathogenic intestinal bacteria. Gohs and Jacob- 
sohn (1926) found that resistant Shiga bacilli adsorbed phage as readily as the 
susceptible strain. Lysogenic organisms did not adsorb the phage. The re¬ 
sistant and lysogenic variants vrere isolated from secondary growth obtained 
after lysis of the sensitive bacteria. Heterologous strains, including Escherichia 
coliy Flexner bacilli, Ebefthella typhosa, and staphylococci, also bound the phage 
but to a much less degree. Weiss (1927) observed that bacteriophage entered the 
bodies of resistant Shiga bacilli, remained there inactive, and could be liberated 
by tryptic digestion. Burnet and Lush (1935) stated that normal Staphylococcus 
aureus strains almost completely insusceptible to a strong phage adsorbed it as 
readily as a susceptible strain, but that strains vith “true induced resistance” 
failed to adsorb phage. Craigie (1940) observed that variants of type II Vi 
phage were adsorbed as readily by heterologous V form types of Eberthella 
typhosa as by the homologous t 3 rp 8 , and could be distinguished only by their 
selective multiplication on the homologous t 3 ?pe of organism. Type II phage 
produced a much lai’ger number of plaques in the homologous type of organism 
than on heterologous types, showing that the latter were resistant, though not 
completely. No detailed experimental evidence concerning the resistance of 
these strains or the nature of the adsorption, however, wns given in any of these 
cases. A search of the literature has revealed no clear-cut reports of non- 
lysogenic, stable, resistant bacteria adsorbing phage as readily as the parent 
susceptible strain. 

The resistant variants isolated in this study were found to adsorb phage to 
the same degree as the parent susceptible strain. 

^ This investigation has been aided by a grant from the Josiah Maey, Jr., Fomdatioii, 
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Isolation of Resistant Variants 

The organism chosen for study was a strain of Staphylococcus aureus^ 515a, 
obtained from Dr. M, G. Sevag. This strain was highly sensitive to a staphy¬ 
lococcal phage,^ giving complete clearing in extract broth cultures and on agar 
plates® at 37 C. Several resistant variants were developed from this sensitive 
parent strain in the following manner: A young culture of the susceptible or¬ 
ganisms was allowed to become completely cleared by the phage (in about 3 
hours at 37 C), and the incubation was continued for 40 to 48 hours until second¬ 
ary growth appeared. When this growth was plated out, resistant colonies 
could be isolated. 

In the case of Escherichia coli B, in which the resistant culture develops a few 
hours after lysis of the susceptible organisms, Luria and Delbriick (1943) con¬ 
sider the resistance to be due to a heritable change of the bacterial cell occurring 
independently of the action of the virus. They stated that the mechanism may 
be more complex in cases in which the resistant culture develops only several 
days after lysis of the sensitive bacteria. 

We have no evidence concerning the nature of the origin of our resistant 
variants. The sensitive strain of staphylococcus grows about 3 times slower 
than E, coli B. This might account for the late appearance of the secondary 
growth, particularly if the growth rate of the resistant organisms is slowed down 
further in medium previously exhausted by growth of the sensitive strain. 
Whether the resistance is due to a heritable change occurring independently 
of the virus action or to a heritable change induced by the virus may have no 
direct bearing on the present studies. 

The resistant variants, in the presence of an excess of phage, showed no clear¬ 
ing in broth after several days, and no plaques on agar plates, either at 25 or 37 C. 
Tests for lysogenicity proved negative. The tests were conducted by plating 
supernatants from cultures of the resistant bacteria mth sensitive bacteria. 
If these variants w’-ere lysogenic, the supernatants would contain phage and 
therefore plaques would be formed when the supernatants were plated with 
sensitive bacteria. In no case were plaques observed. 

To confirm the resistance of these variants, bacterial counts were made during 
growth in the presence and absence of phage. The experiments were set up as 
follows: Two tubes of extract broth were inoculated with 0.05 ml of a 16-hour 
culture, giving approximately 6 X 10® bacteria per ml. To one tube was added 
0.1 ml phage, giving 3 X 10^ phage per ml, or 5 phage particles for each bac¬ 
terium. The tubes were incubated at 37 C, without aeration,^ and counts 
were made by the pour plate method at intervals over a period of 24 hours. 

® A polyvalent staphylococcus phage obtained originally from Dr. W. J. MacNeal. 

® Extract broth medium contained 3 g beef extract (Difco), 10 g peptone (Parke, Davis), 
and 5 g NaCl per liter. Agar medium contained the same -j- 1 per cent agar. One per cent 
agar was used to obtain larger plaques. With 2 per cent agar often no plaques were visible 
macroscopically because of their extremely small size. 

^ Cultures were not aerated since the sensitive strain was quickly lysed without aeration, 
and the resistance of the variants was maintained during aeration. 
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Table I gives counts from three typical experiments. The resistance of the 
variants has been maintained thus far for 1| years in spite of constant sub¬ 
culturing. 


AdBorption of Phage 

Adsorption was determined in the following manner; Three-hour cultures of 
the susceptible and resistant variants were prepared in extract broth, con¬ 
centrated by centrifugation, and then diluted -with broth to give the desired 
number of bacteria per ml. The organisms were then mixed with a known 
amount of phage (5 X 10^ particles per ml), and at designated intervals (figure 1) 
a sample was removed and immediately diluted 1:100 with saline to prevent 
further adsorption. These diluted samples w^ere then centrifuged for 5 minutes 
to throw down the bacteria with the adsorbed phage. The supernatants were 
plated with sensitive bacteria to determine the unadsorbed fraction. In the 
case of the resistant bacteria, the unadsorbed fraction could be determined with- 

TABLE 1 

. Growth of resistant variant with and without phage 


BACTERIAL CONCENTRATION IN MILLIONS PER ML 


HOUR 

Ro j 

1 Ro phage 


Expt. 1 

2 

3 

1 

2 

3 

0 

6.2 

6.0 

6.2 1 

6.1 

5.9 

6.2 

1.5 

6.9 

6.6 

6.8 

6.5 

6.3 

7.1 

3.0 

20.3 

17.3 

18.5 

19.8 

14.6 

22.6 

5.5 

175. 

123. 

129. 

150. 

112. 

135. 

7.0 

287. 

250. ' 

233. 

267. 

230. 

240. 

24.0 

960. 

870. 


1,170. 

885. 



out centrifugation, since the phage adsorbed could not produce plaques. Sim¬ 
ilar results were obtained with and without centrifugation. Figure 1 shows the 
adsorption of phage by the parent susceptible strain and by three re¬ 
sistant variants for an adsorption period of 10 minutes. In each case the ad¬ 
sorption rate constant^ of the resistant variants is higher than that of the sensitive 
variant. Heat-killed organisms of both susceptible and resistant variants also 
adsorbed phage. The adsorption of phage by the resistant variants is a 
specific adsorption, since neither coli nor dysentery phage was adsorbed. Like¬ 
wise, coli and dysentery organisms did not adsorb the staphylococcal phage. 


5 The adsorption rate constants were derived from the slope of the straight lines of the 
plot on a logarithmic scale (Delbriick, 1940). 

, Pf 

■“ log ^ pj 

-JjEh in which “ = unadsorbed (free) phage at time t/initial free phage. The 

Xq 


K = 


[Bit 


straight line relationship holds until about the sixth minute, when 95 to 99 per cent of the 
phage has been adsorbed, The rate then falls off, leaving a few per cent or fraction of a per 
cent unattached. 
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The possibility of s> diffusible product of the resistant organism destroying 
the phage was considered. Supernatants from resistant cultures were tested 
for such destructive power, but no lowering of the phage titers was observed^ 



The bacterial concentrations and the adsorption rate constants derived from the exper¬ 
iments were as follows: 


STMBOI* 

t 

VAKIANC 

Ib] /ml 

Tb] t 

' m 

S 

3 X 108 

7.7 X 10-»» 

o 

s 

10 X 108 

9.5 X 10-“ 

+ 

Be 

3 X 108 

14.8 X 10-“ 

A 


10 X 108 

15.7 X 10-“ 


itb 

4X 108 

14.4 X 10-“ 


*TJnadsorbed fraction determined without centrifugation. 


Moreover, the organisms adsorbed phage even when washed and suspended in 
saline. 

The adsorption of phage onto the resistant bacteria did not bring about a 
significant multiplication of the phage, at least under the conditions used in these 
studies. It is quite possible that under some certain conditions (of substrate, pH, 
etc.) the adsorbed phage could lyse the organisms and multiply. If these 
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conditions could be foundj an important key to the mechanism of resistance and 
susceptibility might be provided. 

To show that there was no significant multiplication of the phage, the following 
experiment W’'as conducted: Cultures w^ere prepared in the same manner as for 
the adsorption experiments. In each experiment the bacterial concentration 
was approximately 2 X 10® per ml. The initial phage concentration is given in 
table 2 for each experiment. Adsorption of the phage w^as permitted for 10 
minutes, after which time a sample of the adsorption mixture was diluted 1:1,000 
with broth, and phage assays w^ere made at 0, 1, 2, and 24 hours. Time 0 cor¬ 
responds to time immediately following dilution. The experiments were con¬ 
ducted at both 25 and 37 C. Table 2 gives phage assays obtained with the 
susceptible organisms and with three resistant variants. In the case of the 
resistant variants it is impossible to obtain a correct assay of the phage increase 

TABLE 2 


Multiplication of phage with susceptible and resistant variants at S7 C 


HOUR 

PHAGE CONCENTRATIOH IN HUNDREDS PER MD 

S 

S 

Ra* 

Rb 

Rb* 

Ro 

Before adsorption 

500,000 

1,250,000 

10,000 

10,000 

5,000 

200,000 

After adsorption 







and dilution 







0 : 

450 

1,160 

2.0 

1.3 

0.8 

20.6 

1 

21,400 

29,000 

1.4 

0,5 

0.5 

26.6 

2 

218,000 

540,000 

2.5 

3.0 

0.66 

50,0 

24 

1,900,000 

2,960,000 

3.2 

4.4 

1.80 

68.0 


S = susceptible strain. 

Ha, Rb, Ro — resistant variants. 
*25 C. 


after 2 hours, since the bacteria continue to multiply and, if any phage is pro¬ 
duced, some of it will undoubtedly be adsorbed. Up to 2 hours, under the 
conditions used, there is little or no multiplication of the bacteria, so no chance 
of further adsorption.® The 24-hour assay is merely an assay of the free phage 
at this time, the w^hole suspension being diluted and plated with sensitive 
bacteria. In all cases there w^as some slight increase in free phage in the prepuce 
of the resistant organisms. This might be due to desorption, or might be easily 
explained by the presence of a very few susceptible cells. The presence of a 

® In later experiments the assay period was extended to 6 hours by reducing the num¬ 
ber of bacteria in the dilution mixture. In these experiments the adsorption mixture 
contained approximately 8 X 10^ bacteria per ml and 8 X 10^ phage per ml. After ad¬ 
sorption, a sample of the mixture was diluted 1:10,000 with broth. Under these condi¬ 
tions phage assays could be made up to 6 hours before the resistant cultures showed 
signs of turbidity. The results here confirm and strengthen the conclusion that ad¬ 
sorption of phage onto the resistant bacteria does not bring about a significant multi¬ 
plication of the phage. In the case of the sensitive strain, a phage increase of 5,000 to 
7,000 times occurred in the 6-hour period, whereas in the case of the resistant valiants ^ 
increase of 5 to 15 times occurred. 
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few susceptible cells is to be expected, since no bacterial culture can be entirely 
homogeneous. If the resistant organisms with phage adsorbed were subcultured 
2 or 3 times, all signs of phage disappeared. 

DISCUSSION 

Although this is apparently one of the very few cases of phage adsorption by 
resistant variants, it precludes the possibility that adsorption per se is a univer¬ 
sally determinant factor in susceptibility. It does not, however, conclusively 
indicate that some surface phenomenon is not responsible for resistance, since 
there is no assurance that the adsorptive loci are identical in the susceptible 
and resistant cells. Some system associated with susceptibility may not be 
available in the resistant variants, or some “protective’^ system may be present. 
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SUMMARY 

Resistant variants of a strain of Staphylococcus aureus are shown to adsorb 
phage as readily as the sensitive parent strain. The adsorption does not affect 
the growth of the resistant cells and does not bring about a significant multipli¬ 
cation of the phage. 
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In the cell of Hamenula anomala it is possible to recognize two types of in¬ 
clusions: lipoid inclusions and volutin granules. They are considered to be 
reserve materials. This may be said of volutin, which disappears in old cultures, 
but the evidence for the reserve function of the fatty inclusions rests chiefly on 
their quantitative sensitivity to the composition of the environment. 

Hansenula anomala is especially suitable for studying the functions of in¬ 
clusions, since it seems not to require nutrilites and grows readily in a medium of 
the following composition: ammonium sulfate, 0.2 g; glucose, 0.2 g; an equi¬ 
molar mixture of monopotassium and dipotassium phosphate, 0.23 g; and 
distilled water, 100 ml. In this medium the yeast reproduces normally and 
deposits relatively considerable quantities of lipoid inclusions and volutin 
granules. 

Most of the observations reported below were made on aerobic microcultures 
prepared with cells washed several times vith sterile, distilled water. Lipoid 
inclusions were observed in the living ceils, observations thus obtained -were 
confirmed by staining with Sudan black B. Volutin was demonstrated by 
staining with methjdene blue at pH 1.7. 

Hansenula anomala grows, but to a limited extent and vdth considerable 
difficulty, in distilled water in which a viable cell usually buds several times; the 
buds separate from the mother ceU but remain small. Observation of the living 
cells and cytochemical study show that the original lipoid inclusions of the mother 
cell are neither reduced in size nor do they pass into the bud during growth, but 
that one or more fatty inclusions are formed de novo in each bud; these may slowly 
increase in size after separation of the bud. On the other hand, growth is ac¬ 
companied by gradual reduction in the volutin content of the mother cell. 

In a solution of ammonium sulfate (0.2 g + 100 ml), the picture is qualita¬ 
tively similar to that observed in distilled water. However, growth is noticeably 
faster and goes further than in distilled water, and the rate of disappearance of 
volutin is such that in 4 days at 25 to 28 C about 80 per cent of the cells are 
volutin-free. 

Of considerable interest is the behavior of cells and inclusions in a solution of 
glucose (0.2 g + 100 ml). In this environment gro^vth is rapid and extensive, 
so that a loopful of a heavy suspension of Tvashed cells inoculated into 5 ml of the 
glucose solution produces turbidity within a day at 33 C. The new cells are 
ellipsoidal, volutin-free, and each contains at least one relatively huge lipoid 
inclusion; the protoplasm is hyalin. Such cells do not stain with methylene 
blue at a low pH, and stain only faintly at pH 4 to 7, so that, in these cells, it is 
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possible to observe the nucleus after fixation by heat and mounting in a dilute 
solution of methylene blue. However, they remain strongly gram-positive. 
When these cells are washed several times with distilled water, resuspended in 
distilled water, and incubated aerobically in microculture, the fatty inclusions 
become gradually smaller and often disappear. Their disappearance is ac¬ 
companied by growth and by the reappearance of volutin in the form of small 
granules variable in number. Upon further incubation of the microciilture, new 
lipoid inclusions are formed. During the time these changes take place in the 
strongly aerobic microculture, there is no noticeable growth, decrease in size 
of the fatty inclusions, or formation of volutin in the suspension from which the 
microcultiire was prepared. 

The observations reported above lead to the conclusion that volutin is readily 
utilizable by Hansenula anomala as a source of nitrogen, but with considerable 
difficulty as a source of energy. This probably means that volutin is hydrolyzed, 
that d-ribose is not utilizable as a source of energy, and that the purine and 
pyrimidine bases are suitable sources of nitrogen; the energy expended during 
the limited growth in distilled water may also have been derived from these bases. 

It is also obvious that the hpoid inclusions are noticeably utilizable only by 
volutin-free cells, in an environment devoid of nutrients, and under strongly 
aerobic conditions, both as a som’ce of energy and a source of nitrogen. There is 
no evidence that either type of inclusions is used up during active growth in 
complete nutritive media; on the contrary, the rate of their formation in such 
media is highest during active growth. 

Since under the pi'oper conditions both types of inclusions may be formed in 
distilled water, and only by growing cells, and since one type may be transformed 
to the other, they could not be considered reserve material in the sense of Meyer 
(1912), i.e., materials “stored by the cell at one time so that they will be used up 
when external nutrients become relatively deficient, or when there is increase in 
cell growth, cell respiration, etc.^" They do not seem to be produced by special 
processes, but as by-products of normal metabolic processes involved in growth, 
and because of their insolubility, or limited solubility, they precipitate out in 
the cell. The transformability of one type to the other under the proper con¬ 
ditions suggests that they are by-products of related metabolic processes. 

We have not yet investigated the behavior of the inclusions during sporulation, 
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FROM BACTERIOPHAGE 

H. J. CONN AND ISABEL DREvIICK 
New York State Agricultural Experiment Station^ Genena, New York^ 

Received for publication August 1, 1946 

A few years ago two papers from this laboratory (Bottcher and Hofer, 1943; 
Conn, Bottcher, and Randall, 1945) referred to the use of Berkefeld N or W 
filters for the separation of bacteriophage from certain soil bacteria. This 
recommendation was based on preliminary data that was not published with 
either paper. 

There are two reasons whj^ it now seems advisable to publish the data, together 
with other information which has since accumulated. In the first place, it is 
known that the technique of cultivating bacteriophage from soil bacteria has 
been tried in various quarters with only indifferent success, and it is felt that 
possibly the failure to get good results may lie in the method of filtration em¬ 
ployed. In the second place, recent work in this laboratory has shown that 
difficulties may occur when one is trying to separate bacteria from bacteriophage 
with American-made filter candles that are supposed to be satisfactory 
substitutes for the Berkefeld filters. It is felt that the information obtained in 
comparing the various types of filters may be of use in helping other workers to 
avoid some of the pitfalls often encountered in the study of bacteriophage. 

Three general types of filters were included in the study, the asbestos pad 
type, the porcelain candle type, and the sintered glass type. Of all but the 
glass filters, two or three different manufacturers’ products "were studied and in 
most instances several grades of filters. During the course of the work, the 
German filters (Seitz and Berkefeld) became almost unavailable. The following 
list includes the various filters studied: Filter pads—Seitz EK No. 1, No. 2, 
No. 3, G.P., S; Ertel No. 6, No, 7, No. 8, No. 9, No. 10. FUter candles, 2| 
inch—Berkefeld W, N; Selas No. 02, No. 03; Handler, medium grade. Glass 
filter—Buchner 

At the beginning of the work, before either of the two above-mentioned papers 
were published, it was presumed that filter pads would prove more satisfactory 
than the candle type. This w^as largely because the quantity of material to be 
filtered was ordinarily very small, seldom over 8 to 10 ml. This a priori pref¬ 
erence (which actually proved unjustified) was based on the greater mechanical 
ease of drawing small amounts of liquid through a filter pad than through a 
candle. It was found, however, that the mechanical difficulties of getting the 
last part of the liquid through a candle could be obviated to a large extent with 

^ Journal paper 670, New York State Agricultural Experiment Station, Cornell Univer¬ 
sity, Geneva, New York, March 8,1946. 

Several laboratory assistants took part in this work, and special erecfit is due to Elim- 
beth J. Bottcher and Chaliiss Randall. 
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the Berkefeld and Handler filters by covering the candle with an inverted test 
tube of such size as to allow a minimum of space between its walls and the 
candle. By proper agitation it ’was possible to eliminate enough of the air 
between test tube and candle so that the only fluid lost was that actually ab¬ 
sorbed by the filter. This scheme could not be used in the case of the Selas 
filters because of the thick metal band in which they are mounted. The only 
practical method of using the latter type of filter proved to be to place the 
filter candle with its opening at the top and to filter from the inside out. 
(Such filters in the accompanying table are denoted by the word ‘'inverted.’^ 
These inverted filters presented other diflficulties, however. 

METHODS 

The methods employed for the preparation of bacteriophage for the kinds of 
bacteria xmder investigation have been described in detail by Conn, Bottcher, 
and Randall (1945). Bacteriophage was obtained from various soils by filtration, 
several of the above-mentioned filters being used. Tests were then made on 
each of the filtrates to determine whether the filter was making an efficient 
separation between bacteria and bacteriophage. To determine this point, 
tests were made on the filtrates as follows: (1) for the presence of bacteriophage 
in the filtrate (by observing whether clearing occurred either 24 or 48 hours 
after inoculation); (2) for sterility of the filtrate (by noticing whether growth 
occurred in uninoculated tubes both at 24 hours and at 4 days); and (3) for the 
potency of the phage in the filtrate (by diluting the filtrate several times and 
observing whether clearing occurred upon inoculation). 

There were three general types or groups of bacteria used in this study: (1) 
three or four different strains of the pea nodule organism, Rhizobium legumino- 
sarum; (2) Agrohacterium radiobacter; (3) 14 different strains of bacteria isolated 
from soil showing the morphology typical of Bacterium globiforme, 

RESULTS 

The first observation made on this work was that the asbestos pads of the 
Seitz type did not prove efficient. Several grades were investigated and none 
of them proved effective in separating bacteria from bacteriophage. Either 
the filtrates were not sterile, showing that the bacteria had passed through, or 
the bacteriophage was filtered out wholly or in part. This was an unexpected 
finding since other workers had reported Seitz filters as very efficient in obtaining 
phage from other kinds of bacteria. 

As a result of these early findings, no further work was done with this type 
of filter and the remaining investigations were made on the filters of the other 
types enumerated above. The results are given in table 1. 

This table shows first that, out of the three types of porcelain candles used, 
best results were obtained with the Berkefeld filters; although, even with these 
the percentage of sterile filtrates obtained was lower than was desired. The 
Ertel and Selas filters showed a higher degree of sterility but, on the other hand, 
showed such a low percentage of lysed cultures that it became apparent that 
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TABLE 1 


EMciency of filters in separating bacteriophage from bacteria 


FILTE2 

NO. 

OP TESTS 

OSGANISMS STUDIED 

PE» CENT 

FES CENT DYSED IN DILUTION OF 


MADE 

STEXnX 

io-i 

10-2 

10-8 

1 10-^ 

Berkefeld 

22 

Rhizobium 

A. radiohacter 
gloUforme^^* 

36 

i 45 

18 

13 

9 

Ertel nos. 6 to 10 

8 

\ Rhizobium 

A. radiohacter 

62 

j 

25 

-t 



Selas regular 

6 

1 “B. glohiforme^ ^ 

0 

66 

— 



Selas inverted” 

16 

*^B. glohiforme’’ 

A . radiohacter 

50 

31 

i 

1 



Sintered glass 

16 

“B. glohiforme” 

A . radiohacter \ 

1 

75 

50 

37 

37 

18 


* gldbiforme” in this table does not indicate a single species, but rather a group of 
organisms. Included under this heading were 14 separate strains of bacteria all showing 
the type of morphology characteristic of Bacterium glohiforme but not all thought to be the 
same species. 

t A dash in this column indicates either that no test was made in the dilution, 
because of lack of sterility, or that no lysis occurred in that dilution. 

they were holding back a good portion of the bacteriophage. The second point 
brought out by the table is the greater efficiency of the sintered glass filters. 
These filters showed 75 per cent sterility ydih 50 per cent lysis in the first dilution 
and as high as 18 per cent even in the fourth dilution. 

CONCLUSIONS 

It is evident from this work that unsatisfactory results obtained in handling 
bacteriophage may frequently be due to the type of filters employed. Ap¬ 
parently, some of the types of filters (e.g., the asbestos pad type), which have 
been reported to give the best results vdth bacteria from milk, do not prove so 
satisfactory with soil bacteria. Under the conditions employed in this laboratory 
and with the particular soil bacteria under investigation, none of the American- 
made porcelain candles gave as good results as did the Berkefeld grades N and W, 
which are no longer available. The best results of all were secured with filters 
of sintered glass. 
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One of the greatest difficulties encountered in the production of Salmonella 
diagnostic serums is their preparation from diphasic cultures in such a manner 
that agglutinins for only the desired phase appear in the serum. Even though 
great care is exercised in the preparation of the antigen and although the or¬ 
ganisms which are injected apparently represent only a single phase, the re¬ 
sultant serum may contain a considerable agglutinin titer for both phases. If 
the agglutinins for the suppressed phase amoimt to 10 to 20 per cent of the titer,, 
the serum is unsuitable for diagnostic use unless it is absorbed. Unfortunately, 
not all of the antigens from wffiich serums must be derived in order to complete a 
set of diagnostic reagents have been found in monophasic types. Thus,^ it is 
sometimes necessary to isolate one phase of a diphasic culture for the production 
of serum. Therefore, the discovery of monophasic variants of diphasic types 
has a very practical bearing, particularly when cultures containing antigens 
hitherto found only in the diphasic state are concerned. 

MATERIALS ANB METHOBS 

The present report deals with a study which has covered a period of five years. 
The variants described were encountered in the identification of more than 
10,000 Salmonella cultures. When the study of a variant was undertaken, the 
latter was planted on an agar slant and transferred at monthly intervals for at 
least one year. It was examined periodically by agglutination to determine 
whether phase variation had occurred. At the end of this period it was ex¬ 
amined by a modification of the Gard technique described by Edwards and Bruner 
(1942). This consists of inoculating the culture into semisolid agar which con¬ 
tains agglutinating serum for the dominant phase. Phase variation is evidenced 
by migration through the medium. At the begmning of the study the organism 
was also planted in semisolid agar containing agglutinating serum and trans¬ 
ferred in the same medium at intervals of 1 to 2 weeks. If variation occurred, 
the phase which made its appearance was isolated and examined. If the phase 
which appeared was one of the naturally occurring antigens of the genus, it was 
subjected to the same treatment as the original culture to determine its stability. 
A number of induced or artificial phases were produced by ^rum treatment. 
These resembled the naturally occurring antigens of the genus only slightly, 
and they were not studied intensively in this work. 

^ Tbe investigation reported in this paper was conducted in connection with a project of 
the Kentucky Agricultural Experiment Station and is published by permission of the 
Director. 
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A number of the variants and the phases isolated from them were used to 
prepare agglutinating serums. These serums were then tested for their suit¬ 
ability as diagnostic reagents. 


RESULTS 

Salmonella paratyphi B var. java (IV, V, XII; b-). This monophasic type long 
has been used for the production of b serum. Seventy-five cultures of this 
variety were recognized, and of these 25 were studied intensively. When placed 
in semisolid agar containing b serum, three of the cultures gave rise to 1,2.,. 
phases on the first transfer. The remainder either did not vary or produced 
artificial phases after many transfers in b serum. It is noteworthy that repeated 
unsuccessful attempts were made again to isolate 1,2... phases from the three 
above-mentioned cultures. Apparently the isolation of 1,2. ..phases from 
Java strains is largely a matter of coincidence. No variation was noted in the 
25 cultures when they were transferred on ordinary agar. 

The 1,2.. .phases isolated from the three Java strains remained perfectly 
stable when transferred on agar. In the presence of 1,2.. . serum in semisolid 
medium they began to spread after eight to ten transfers. From the spreading 
growth, induced phases were isolated which agglutinated neither with b nor with 

1.2., . .serums. Serum prepared from one of the 1,2... phases agglutinated 

1.2.. . phases to 1 to 10,000 but failed to agglutinate b phases above 1 to 100. 

In addition to the Java strains, 10 tartrate-negative, monophasic-specific 

S, paratyphi B cultures wure recognized. Seven of these were isolated from 
man, and three were from spider monkeys. All attempts to isolate 1,2.., 
phases from them failed. 

Salmonella typhi-murium (IV, V, XII: i-). Three cultures of this type which 
contained only phase 1 w^ere found. All attempts to isolate phase 2 (1,2,3. . .) 
by cultivation in i serum failed. The cultures remained stable when trans¬ 
ferred on agar. Serum prepared from one of them agglutinated i phases at 

1 to 40,000 but flocculated 1,2,3... phases to only 1 to 200. 

One culture having the formula IV, V, XII:-1,2,3.. .was found. This is 
probably a nonspecific culture of S, typhi-murium, but, since phase 1 was not 
isolated, its identity is uncertain. Many reports of the nonspecificity of the 
Bums strains are to be found in the literature, but Edwards (1936) found i 
components in them and serum prepared from them contained a high titer of i 
agglutinins. 

IF, F, XIIe , The origin of this monophasic variant is doubtful, since phase 

2 was never isolated. Fourteen cultures from man, swine, and fowls were 
studied. The cultures remained perfectly stable in all tests, neither induced 
phases nor other normal phases could be found. Serum prepared from one 
of them agglutinated e,h phases to 1 to 10,000. Related e,n.. .phases were 
agglutinated at 1 to 1,000 because of the common e factor. Other phases were 
not agglutinated above 1 to 500. These 14 cultures were among the variants 
described by Cherry, Barnes, and Edwards (1946). 

Salmonella bredeney (I,IV,XXVII,XII:l,v-). Two cultures were studied, 
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one from man and one from a turkey. No other pha,ses could be isolated from 
them. Serum prepared from one agglutinated I, v phases at 1 to lOjOOO but failed 
to agglutinate 1,7.. . phases (phase 2 of S, hredeney) at 1 to 100. 

Salmonella thompson (VI,VII: k-) and S. thompson var. berlin (VI,VII:- 
1,5. . .). The European literature abounds in references to the Berlin variety, 
but in this country cultures stabilized in phase 1 occurred much more frequently. 
Fourteen such cultures were studied. VTien transferred on agar slants they 
remained stable. When transferred in the presence of k serum, phase 2 appeared 
occasionally after one transfer. Usually two or three transfers were required. 
Serum prepared from the k phase of one culture agglutinated the homologous 
phase at 1 to 10,000 but did not agglutinate 1,5... phases at 1 to 100. The 
1,5... phases obtained from the k phases were equally stable and did not change 
when transferred on agar slants. After two to four transfers in 1,5. . . serum 
they reverted to k. 

The four Berlin cultures studied were of European origin and were less stable 
than the specific phases described above. Although they remained in phase 2 
when transferred on agar slants, phase 1 appeared in the first transfer in 1,5. .. 
serum. That the k phases thus obtained "were quite stable was attested by the 
serum prepared from one of them. The antigen used was prepared from a phase 
isolated 4 months previously and transferred on agar at monthly intervals. The 
serum had a titer of 1 to 40,000 for k phases but did not agglutinate 1,5. .. 
phases at 1 to 100. 

Salmonella cholerae-suis var. kunzendorf (VI,VII:-1,5.. .and VI,VII: c-). 
This variety is used to designate the cultures of S. cholerae-suis which produce 
H 2 S and which are almost invariably monophasic. Among 1,006 representatives 
of the variety identified in this laboratory, only four occurred naturally in the 
diphasic state. The usual form of the variety is VI, VII:“1,5. .. but rarely 
phase 1 cultures are found in nature. From practically aU 1,5... phases it 
was possible to isolate c phases after one or two transfers in 1,5. .. serum. 
When the 1,5.. . cultures were transferred on agar no variation was noted. 
Serums were prepared from two 1,5... phases. These agglutinated the homol¬ 
ogous phase at 1 to 10,000 and 1 to 20,000, respectively. Neither agglutinated 
c phases at 1 to 100. 

The c phases obtained from the 1,5... cultures with the aid of serum were 
more resistant to change than were the original forms. Five of these cultures 
were studied intensively. Tivo reverted to 1,5... after two transfers in c serum. 
Two others required four transfers, but the fifth culture never reverted to 1,5... 
although upon two occasions it was transferred for more than a year in c serum. 
A serum prepared from the last-mentioned culture agglutinated c phases at 
1 to 10,000, but had no effect on 1,5... phases at 1 to 100. 

Eleven cultures represented by the formula VI, VII: c- were found. Four 
of these were isolated from hogs, and the others were found in man, largely 
from blood cultures. These natural phase 1 cultures were identical with the 
phase 1 cultures produced from 1,5... cultures by transfer in 1,5.. .^ram. 
Apparently they represent natural variations from phase 2 cultures. This 
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view is supported by the results of Kristensen and Bojlen (1936) who found a 
similar culture in the feces of a patient who was simultaneously excreting phase 
2 organisms. The stability of the c phases which occur in nature is equal to that 
of similar cultures obtained by the use of serum. Some of them were changed 
to 1 ;5. . . after two to four transfers in serum but others were resistant to change. 
No variation was noted when the cultures were transferred on agar slants. 

Salmonella newport var. puerto-rico (VI, VIII: -1,2,3. ..) was described by 
Kauifmann (1934) as a totally nonspecific variant of S, newport. The original 
culture transferred on agar slants at bimonthly intervals for 10 years remained 
entirely in phase 2. A serum prepared from it agglutinated the homologous 
phase at 1 to 40,000 but failed to agglutinate e,h phases (phase 1 of S, newport) 
at 1 to 100. 

When the organism was cultivated in 1,2,3. .. serum an e,h phase was 
isolated from the first transfer. Five colonies isolated from this phase remained 
constant w’hen transferred on agar. When placed in e,h serum they reverted 
to 1,2,3.. . after four to eight transfers. Serum prepared from the e,h phase 
16 months after its isolation agglutinated the homologous phase at 1 to 10,000 
but did not agglutinate 1,2,3. . . phases at 1 to 100. A second culture of this 
variety recognized during the course of the work behaved in a manner similar 
to the original strain. 

Salmonella javiana (IX, XII: -1,5. ..), like Salmonella ihompson, is some¬ 
times entirely in phase 2 when isolated. Three such cultures were studied. 
WTien transferred on agar slants the cultures remained entirely in phase 2, 
WTien placed in semisolid agar containing 1,5... serum, phase 1 (IjZss) appeared 
in the first transfer. The 1, Z 2 s phases were also stable when maintained on agar 
slants. When grown in 1,Z28 serum they proved somewhat more resistant to 
change than did the original 1,5... phases. Five colonies of one culture re¬ 
verted to phase 2 on the first transfer in 1,Z28 serum. The other two cultures 
yielded colonies which either did not revert to 1,5. . . or were changed only after 
seven to ten transfers. All the 1,Z28 phases remained unchanged when trans¬ 
ferred on agar slants. A serum prepared from one of the less stable cultures 
agglutinated 1,Z28 phases at 1 to 10,000 and 1,5. .. phases at 1 to 500. 

Salmonella Worthington (I, XIII, XXIII; l,w-). Two phase 1 variants were 
found among 108 cultures identified. One of these was examined intensively 
over a period of years, and no other phase, either natural or induced, was isolated 
from it. Serums produced from it agglutinated l,w phases at 1 to 20,000 to 

1 to 40,000 but did not agglutinate z phases (phase 2 of S. Worthington) at 1 to 
100. The second culture was stable under ordinary conditions of culture but 
yielded induced antigens when transferred in l,w serum. 

Salmonella modelia (I, VI, XIV, XXV: y-). The first culture of this type 
recognized was a variant which was entirely in phase 1, This culture has re¬ 
mained constant over a period of 4 years when transferred on agar slants. 
When inoculated into semisolid medium containing y serum, about one-half of 
the tubes 3 deld phase 2 on the first transfer. Serum prepared from phase 1 
agglutinated y phases to 1 to 5,000 but did not ag^utinate 1,7... phases (phase 

2 of modelia) at 1 to 100. The 1,7... phase isolated through the use of y 
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serum was more stable than was phase 1. It remained unchanged when trans¬ 
ferred on agar slants, and when placed in 1,7... serum it yielded only induced 
phases after twelve transfers. Serum produced from phase 2 agglutinated 
1,7. .. antigens to 1 to 5,000 but agglutinated y phases to only 1 to 200. 

Salmonella Minnesota (XXI, XX\T[: b). Fourteen phase 1 variants were 
found. These variants are quite stable and tend to produce induced phases 
when cultivated in b serum. From the induced phases it is often possible to 
obtain e,n,x. .. phases (normal phase 2 of S, Minnesota). This work was 
recently described by Edwards and Moran (1946). 

XXVIII: y-. Five of these monophasic forms were found among cultures 
from turkeys. Since phase 2 has not been isolated, it is impossible to say 
whether they are variants of Salmonella teUaviv (XXVIII: y-e,n, zu. ..) or 
Salmonella pomona (XXVIII: y-1,7...). They were quite stable when 
transferred on agar slants or in a medium containing y serum. Like phase 
1 of S. madelia they should serve excellently for the production of y serum, but 
as yet they have not been used for that purpose. 

DISCUSSION 

From the results given above it is evident that monophasic strains of diphasic 
Salmonella types occur not too infrequently. It is also evident that such cultures 
are excellent antigens for the production of phase-specific serums. Not only is 
it possible to use the naturally occurring phase to produce serum, but, if the 
second phase of the culture can be isolated by the Gard method, it also can be 
used successfully for serum production. This is due to the fact emphasized by 
Bruner and Edwards (1941) that changing the phase of a monophasic culture 
does not revive the power of normal phase variation. Thus, the phases which 
were isolated with the aid of agglutinating serums were just as stable and fixed 
as were the original antigens of the cultures. In many instances the phases 
thus isolated were more resistant to change than the antigens from which they 
were derived. The production of strictly specific c and 1,6... serums from 
S. cholerae-suis var. kunzendorf is an excellent example of what may be ac¬ 
complished with monophasic cultures. 

It seems probable that, if persons engaged in Salmonella t 3 rping examined all 
monophasic strains carefully, eventually it no longer would be necessary to use 
naturally diphasic cultures for the production of diagnostic serums. 
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SUMMAET 

Monophasic variants of a number of Salmonella types were described* These 
furnished excellent antigens for the production of phase-specific serums. When 
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it was possible to isolate the second phase of these variants by the Gard technique^ 
the phases thus obtained also were useful in the production of specific serums. 
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The present in vitro methods for the evaluation of the germicidal efficiency of 
quaternary ammonium salts yield varying results. Not only do various workers 
fail to agree, but individual workers observe erratic, inconsistent results over a 
period of time. Lack of uniform phenolic resistance of test organisms has been 
cited as a cause of inconsistent results in the evaluation of germicides. Brewer 
(Am. J. Pub. Health, 33, 261) demonstrated that different lots of peptone may 
alter the resistance of the organisms. Recently WoK (J. Bact., 49, 463) pre¬ 
pared a medium which he claims will more uniformly maintain the resistance 
of Staphylococcus aureus than the standard FDA broth. Grubb and Edwards 
(J. Bact., 51, 205) reported that incubation of cultures at 40 C ^'restored and 
maintained the desired resistance.’’ 

We have observed that the use of freshly prepared media is of considerable 
value in maintaining the standard resistance and the smooth phase of the test 
organism. It may be that the partial oxygen tension which exists in fresh 
media is an important factor in this respect. 

The ingredients should be obtained in sufficient quantity to assure uniform 
media over a period of several months or a year. The use of new lots of peptone 
or beef extract sometimes causes the appearance of rough strains vith sub¬ 
standard phenolic resistance. Our stock cultures are sealed vith ^^celons” 
and stored at 4 C. New broth cultures are made from the stock agar slants 
once each week, and three daily transfers in broth are made before the culture 
is used for tests. 

By following these suggestions we have consistently retained the standard 
resistance and the smooth phase of our strain of Staphylococcus aureus. 
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PROCEEDINGS OP LOCAL BRANCHES OF THE SOCIETY OF 
AAIERICAN BACTERIOLOGISTS 

THE THEOBALD SMITH SOCIETY (NEW JERSEY BRANCH) 

New Brunswick, New Jersey, June 15, 1946 

Strepogbnin, a New Bacterial and phane. This inhibitory effect was not 
Animal Growth Factor Obtained prom observed on the growth of an organism 
Proteins. Herbert Sprince and D. W. adapted to utilize ammonia nitrogen. 
Woolley^ Ortho Research Foundation, 

Linden, New Jersey. Decomposition op Marine Paints and 

Evidence was presented that an unknown Their Paint Constituents in Sea 

stimulatory factor is present in Wilson’s Water. Robert L. Starkey and John D. 

liver fraction L which effects the same Schenone, New Jersey Agricultural Ex- 

degree of growth response in Lactobacillus periment Station, Rutgers University, 

casei, Streptococcus faecalis R, and hemoly- New Brunswick, New Jersey, 

tic streptococcus, X-40. This factor was The decomposability of marine paints in 

called strepogenin because of its ability to sea water was tested by measuring their 
cause hemolytic streptococci of group A to effects on bacterial development. Plate 
grow. Trypsin digests of casein and such counts of bacterial numbers gave little 
highly purified proteins as crystalline in- indication of the extent of decomposition, 
sulin, chymotrypsinogen, ribonuclease, or Determinations of oxygen consumption 
tobacco mosaic virus yielded highly active served as an accurate and sensitive index of 
preparations of this material. Other pro- the relative rates of decomposition. Three 
teins, such as heated, dialyzed egg white, days’ incubation at 20 to 24 C was used, 
gelatin, or saimine, treated in the same way Paint films on glass surfaces were placed in 
showed very little activity. Peptic digests glass-stoppered culture vessels, which were 
were mildly effective, but when these were completely filled with sea water, 
subjected to trypsin treatment, full release Paints which were kept in sea water for 
of activity occurred. Strepogenin was not 3 to 4 months continued to undergo bac- 
liberated by trypsin from various proteins terial attack during the entire period, 
at the same rate. Generally, maximal Some decomposed five times as rapidly as 
liberation occurred at or before 20 hours, others. Likewise, paint vehicles and plas- 
Methods for concentrating strepogenin ticizers varied in decomposability. T^oxic 
were mentioned, and its chemical proper- materials, included in paints as antifouling 
ties were discussed. Recently, strepogenin agents, when present in sufficient concen- 
has been demonstrated by Woolley to in- tration to prevent attachment and growth 
crease the rate of growth of mice. of fouling organisms, did not prevent the 

development of bacteria on the paint films 
The Amino Acid Nutrition oe Strepto- and bacterial decomposition of the paint 
coccus faecalis. David Perlman j Re- constituents, 
search Laboratories, Merck and Com¬ 
pany, Inc., Rahway, New Jersey. Resistant Microorganisms and Their 

Streptococcus faecalis Rg. 1-A (ATCC- Use for the Classification of Anti- 

9790) can be adapted to grow on a medium bacterial Substances. P. C. Bismanj 

containing ammonia nitrogen as a replace- P. L. Mayer, K, Aronson, and W. S* 

ment for amino acid nitrogen. However, Marsh, Research Laboratories, Ciba 

slightly better growth is obtained on media Pharmaceutical Products, Inc., Summit, 

containing several amino acids in addition New Jersey. 

to the ammonia nitrogen source. A new antibiotic of undetermined chem- 

The inhibitory effect of indole-3-acetic ical structure may appear, by bacterial 
^14 on the growrth of this organism is coun- spectral analysis, to be similar to another 
teracted by either nicotinic acid or trypto- antibiotic of known chemical and biolo^eal 
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properties. More extended studies, how¬ 
ever, often show that the two antibiotics are 
dissimilar. Many factors tend to obscure 
interpretations of spectral analyses made 
for the purpose of comparing one antibiotic 
with another. It was therefore desirable 
to investigate the use of microorganisms 
made resistant to one of these antibiotics 
for the purpose of differentiating two ap¬ 
parently similar antibiotics. Such resist¬ 
ant organisms should prove to be as sensi¬ 
tive as the unmodified parent culture to 
the other antibiotic, if the chemical struc¬ 
tures of both antibiotics are ‘distinctly 
different. 

This technique was applied to an un¬ 
known antibiotic which resembled strepto¬ 
mycin in regard to spectral analysis. The 
use of a Staphyloccccus aureus strain, re¬ 
sistant to streptomycin but found to be 
sensitive to the unknown substance, estab¬ 
lished the dissimilarity of the two anti¬ 
biotics. 

Streptin, an Antibiotic From a Species 
OF Strbptomtces. H. Boyd Woodruff 
and Jackson Foster, Research Labora¬ 

tories, Merck and Company, Inc., Rah¬ 
way, New Jersey. 

Soils, which were enriched with killed 
cells of Mycobacterium tuberculosis as a 
source of waxes and fats, were plated in 
Long’s agar, previously seeded with living 
cells of M, tuberculosisy ATCC 607. Many 
actinomycetes colonies developed at 30 C. 
Several were surrounded by clear zones 
showing inhibition of M. tuberculosis after 
final incubation at 37 C, Several similar 
antagonists which were isolated resembled 
Strepiomyces lavendulae in morphological 


characteristics, but were closely allied to 
Streptomyces reticulus-ruher in biochemical 
aspects. The isolates produced up to 150 
Escherichia coli dilution units of anti¬ 
bacterial activity during 2 days’ incubation 
on a rotary shaker at 30 C. The antagonis¬ 
tic broths showed identical antibiotic spec¬ 
tra, but were significantly different from 
S. lavendulae broth. When compared on 
the basis of equal activity for E. coliy broth 
of the new isolates was 3 to 10 times as 
active as an inhibitor for staphylococci 
and micrococci as were S. lavendulae cul¬ 
tures. 

A concentrate, prepared by the procedure 
previously employed for streptothricin, 
yielded a spectrum identical with that of the 
broth, but more active against staphylo¬ 
cocci and micrococci than a streptothricin 
or streptomycin concentrate prepared in a 
similar manner. The new antibiotic has 
been provisionally named streptin. 

Does Inactivation op an Antibacterial 
Agent Reveal Its Mode of Action? 
E. Donovick^ The Squibb Institute for 
Medical Research, New Brunswick, New 
Jersey. 

Chemotherapy op Experimental Tulare¬ 
mia. S. S. Chapman, L. L. Coriell, S. F. 
Kowal, W. Nelson, and Cora M. Downs, 
Camp Detrick, Frederick, Maryland. 

Some Aspects op Bacterial Enzyme 
Chemistry. D. E. Green, Department 
of Medicine, College of Physicians and 
Surgeons, Columbia University, New 
York, New York. 


CONNECTICUT VALLEY BRANCH 
Smith College, Northampton, Massachusetts, May 4, 1946 


The Potentiation op Penicillin or 
Streptomycin Action by Certain 
Enzyme Inhibitors. Henry P. Treffers, 
Department of Immunology, Yale 
University School of Medicine, New 
Haven, Connecticut. 

The inhibiting action of penicillin or of 
streptomycin on a number of organisms can 
be greatly increased by the addition of cer¬ 
tain substances, some of which are known 


enzyme inhibitors. Enhancement of anti¬ 
biotic action has been demonstrated with 
Salmonella dysenteriae, Salmonella ambigua, 
Escherichia coli, Staphylococcus aureus, and 
Bacillus cereus by means of a quantitative 
turbidimetrie assay of growth. Among 
substances active in this respect are iodo- 
acetic acid, sodium fluoride, sodium azide, 
rnerthiolate, cetyl pyridinium bromide, 
crystal violet, and mapharsifl. The 
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amounts of tbe inhibitor needed vary from 
those causing negligible inhibition in the 
absence of the antibiotic, to those giving 
50 per cent inhibition of growth. A number 
of anomalous effects have been obtained 
when the relative amounts of antibiotic, 
inhibitor, and inoculum are varied. 

Studies on the Physiology op Protozoa. 

G. W, Kidder, 

The ciliated protozoans of the genus 
Tetrahymena can be grown in pure culture; 
their amino acid requirements are known; 
and, with one exception, their essential 
growth factor requirements are known. All 
strains of T, geleii and T, vorax so far 
studied biochemically have either lost all 
ability to synthesize, or synthesize at an 
extremely low rate, the amino acids argi¬ 
nine, histidine, isoleucine, leucine, lysine, 
methionine, phenylalanine, tryptophane, 
threonine, and valine. T, vorax strain V is 
unable to synthesize adequate amounts of 
alanine and glycine at 30 C. It appears 
that the enzymes responsible for their 
synthesis are blocked reversibly at the 
increased temperature, for blocked cultures 
returned to 25 C immediately assume 
normal reproductive rate. 

None of the strains of Tetrahymena can 
synthesize vitamin Be, but must have this 
substance (or Williams’ “folic acid” or 
Lederle’s “folic acid”) supplied exoge¬ 
nously. The Streptococcus faecalis R factor 
can partially substitute for vitamin Be, but 
only at high levels. Thymine is without 
effect. 

Purines, especially guanine, and pyrimi¬ 
dines, especially cytidylic acid and uracil, 
must be supplied exogenously. The bio¬ 
synthesis by the ciliates of thiamine, 
riboflavin, biotin, and pantothenic acid has 
been proved, but that of niacin and pyri- 
doxine has been surmised. In each case, 
however, the rate is low, and an exogenous 
source is stimulatory. Inositol -and p- 
aminobenzoic acid are synthesized in 
adequate amounts and at adequate rates 
for metabolic needs. The role of choline 
is still in doubt. 

Studies in Bacterial Genetics. Joshua 

Led^rherg, Childs Memorial Fellow in 


Medical Research, Osborn Botanical 
Laboratory, Yale University, New Haven, 
Connecticut. 

Auxanography. A method for the identi¬ 
fication of the nutritional requirements of 
biochemical mutants in bacteria is 
described. A modification of Beijerinck’s 
“auxanographic method,” consists of sus¬ 
pending to 10’ washed cells in a minimal 
agar plate, incubating for 3 to 6 hours, and 
then placing small drops of various grow'th 
factors on the surface. A stimulatory 
response is showm by a turbid zone appear¬ 
ing in 2 to 24 hours. The advantages of this 
technique are: (a) substances difficult to 
sterilize can be tested; (b) a specific grow’-th 
response is distinguished from a back muta¬ 
tion to wdld ty^pe, as the latter appears as 
discrete colonies; and (c) since there is a 
gradient in concentration from the drop, all 
levels are tested, and possible inhibitory 
effects at certain doses do not mask the 
response. Several unstable nutritional 
mutants of Escherichia coli have been 
characterized by this method. 

Syntrophism. This is defined as the 
growth of twm distinct biochemical mutants 
in mixed culture as a result of the ability of 
each strain to synthesize the growth factor 
required by the other. It has been found 
that media w^hose growth factor content 
severely limits the growth of the individual 
mutants will support the optimal growth of 
a mixed culture of two of them. Mutants 
blocked at different steps in the synthesis of 
the same factor show syntrophism, pre¬ 
sumably by the interchange of precursors. 
By counting the colonies that appear on 
plating into different media the composition 
of the culture in terms of the different 
mutants can be determined. 

Studies on the Antibiotic Activity op 
Actinomycetes. Paul R. Burkholder^ 
Osborn Botanical Laboratory, Yale 
University, New Haven, Connecticut. 
The antagonism of 7,369 cultures of 
actinomycetes isolated from soil has been 
studied wdth various kinds of test organisms 
including gram-positive and gram-negative 
bacteria, acid-fast bacteria, yeasts, molds, 
and green algae. In this collectiori, 1,869 
isolates inhibited Staphylococcus aurem in 
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agar streak plate tests, 261 inhibited 
BschericMa coli, and 514 showed antagonism 
against Candida albicans. The possible 
ecological significance of actinomycete 
antagomism against nitrogen-fixing bacteria 
and green algae in agricultural soils is 
indicated by numerous tests with streak 
plates and shaken culture broths. 

Studies of Mutations in Escheeichia 
COLI. R.R. RoephCj American Cyanamid 
Company, Stamford, Connecticut. 

In a study of mutations to growth-factor- 
requiring strains of Escherichia coli^ rela¬ 
tively high yields of mutant cultures have 
been obtained following X-ray treatment 
of cell suspensions. Some of the factors to 
be considered in a quantitative study of 
bacterial mutation by X-rays were 
discussed. 

Induced Biochemical Mutants in Absidia 
GLAUCA. Norman H. Giles, Jr., Osborn 
Botanical Laboratory, Yale University, 
New Haven, Connecticut. 

By utilizing a procedure similar to that 
originated by Beadle and Tatum for the 
ascomycete Neurospora, biochemical mu¬ 
tants have been produced in the phycomy- 


cete Absidia glauca by irradiation of 
sporangiospores with ultraviolet. Such 
mutants fail to grow in a “minimar' medium 
(glucose, asparagine, salts) but will grow 
in a ‘'complete^’ medium (enriched malt, 
yeast extract). The requirements of most 
of the mutants have been identified, and in 
each such instance the addition of a single 
known substance is sufficient for normal 
growth. As in Neurospora, the mutant 
types in Absidia fail into three main cate¬ 
gories, those requiring: (a) B vitamins— 
pantothenic acid (196) and p-aminobenzoic 
acid (1,200); (b) amino acids—-lysine (2,775), 
tryptophane (2,828), and histidine (10, 50, 
2,790—independent mutants), or (c) nucleic 
acid components—uracil (167) and adenine 
(1,643). To date, direct studies of the 
inheritance of such mutant characters have 
been unsuccessful because of difficulties in 
securing zygospore germination. 

Othee Antibiotics. George Valley) 
Biological Laboratories, Syracuse, New 
York. 

Mutations in Miceooeganisms. E. L. 
Tatum, Osborn Botanical Laboratory, 
Yale University, New Haven, Con¬ 
necticut. 



AMMONIA AS AN INTERMEDIATE IN NITROGEN 
FIXATION BY .AZOTOBACTER^ 

R. H. BURRIS ANB P. W. WILSON 

Deparimerits of Agricultural Bacteriology and Biochemutry, 

University of Wisco7isin, Madison^ Wisconsin 

Received for publication July 24,1946 

The view that NHg might be an intermediate in biological nitrogen fixation 
was suggested almost immediately following discovery of this process. As has 
been emphasized mpeatedN by recent commentators (Burk, 1937; Burk and 
Burris, 1941; Wilson, 1940), howwer, the evidence in support has been so lacking 
in specificity and proper control that it approaches irrelevancy. As a result an 
alternative mechanism based on hj^droxylamine as the key intermediate has 
received increasing attention. This view, advocated mainly by Virtanen (1938), 
is based on experiments which deal with symbiotic nitrogen fixation brought 
about by association of leguminous plants and the root nodule bacteria- Wb 
have already examined the e\fidence as it applies to this type of fixation and con¬ 
cluded that most if not all would support equally well the view' that ammonia is 
an inteimediate (Burris and W^ilson, 1945; W^ilson, 1940). Nevertheless, an in¬ 
creasing number of authors, especially of texts, present this proposal as a defi- 
nitel}’’ proved mechanism rather than as a suggested hypothesis. Studies made 
by us since 1941 ivith N^^ as a tracer have provided an increasing number of ex¬ 
perimental findings pointing to the significance of ammonia in fixation by the 
free-living bacterium, Asotohacter vinelandiL One of the most critical of these is 
that extremely small concentrations of the ammonium ion will swiftly and com¬ 
pletely suppress assimilation of free nitrogen by Azotobacter in contrast to the less 
rapid and less complete substitution noted when other available fixed compounds 
of nitrogen are supplied the organism. Although reported initially more than 
three years ago (Wilson, Hull, and Burris, 1943), only recently have w^e been able 
to examine in detail this fundamental shift from fixation to assimilation of com¬ 
bined nitrogen. The results are described in this report. 

EXPERIMENTAL 

As previously described (Burris, 1942), Azotobacter mnelandii w'as allow^ed to 
fix molecular nitrogen exclusively for 17 or 18.5 hours. The cultures were aerated 
vigorously in a N-free medium. Samples were taken periodically, shortly before 
the addition of the combined nitrogen, to allow estimation of the rate of fixation. 
Combined nitrogen (10 ppm) as ammonia or nitrate labeled with 32 atom per 
cent excess -was then added. Seventy-ml samples were withdrawm and 
pipetted directly into 100 ml of boiling 0.8 n sulfuric acid, and the solution was 
again brought to a boil. The cells were centrifuged, waiied, and transferred to 

^ Supported in part by grants from the Rockefeller Foundation and the Wisconsin Mdmiii 
Research Foundation. ' ' 
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KjeldaM flasks. In the ammonia experiment the cells were hydrolyzed with 
acid to destroy the cells and to release amide and ammonia nitrogen. These 
samples were made alkaline, and the ammonia w^as distilled from them. The 
residues were subjected to KJeldahl digestion, as w^ere the cells furnished nitrate. 
Isotope analyses w'ere performed on 1^2 derived from the KjeldaM digests. 

The treatment described ensured that any found was present in amino acids 
or other fixed nitrogen compounds not volatile on alkaline distillation, and could 


M(M% 



Fi0.1. Comparison op Uptake op Ammonium and Nitrate NitrogenJet 
Azotobactbr vinelandii 

Organisms previously cultured on Na; NHt and NO7 controls 
contained 0.000 atom per cent N^® excess 

not be attributed to occluded ammonia. Control flasks were included in which 
70-ml portions of the culture were boiled in 100 ml of 0.8 n sulfuric acid, after 
which ammonium or nitrate salts enriched with were added. These were 
treated subsequently as described for the other samples and are designated as 
ammonia and nitrcde controls. 

The data from experiments 1 and 2 are recorded in figure 1. They show that, 
whereas the uptake of ammonia was immediate, a considerable period of adapta¬ 
tion was'necessary before the cells could utili 2 © nitrate nitrogen* After l-mMiite 
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exposure to ammoma enriched with the cells contained 0.031 atom per cent 
excess; this concentration of isotope can be detected readily. The uptake of 
the ammonia, as evidenced by the content of in the cells, was approximately 
linear for 20 minutes, but the ammonia was exhausted during the 20- to 30-minute 
intenmL 

It was not until the SO-niinute sample was taken that the quantity of nitrate 
nitrogen taken up (experiment 2) approached the l-minute level in the ammoma 
experiment. In contrast to the linear uptake of ammonia nitrogen, there was an 
increasing rate of uptake of nitrate nitrogen vith time. The initial lag in nitrate 
utilisation and the constantly increasing rate of uptake point to the adaptive 
formation of enzymes metabolizing the nitrate added and to the previous absence 
or insufficient concentration of these enzymes. No increased rate of total nitro¬ 
gen assimilation was observed after the addition of nitrate. 

To determine how complete the shift was from molecular nitrogen fixation to 
ammonia or nitrate utilization 2 *eliance must be placed on estimation of the 
growth rates of the cultures. In experiment 1 the nitrogen content of the culture 
at 16, 16.5, and 17 hours after inoculation was 13.30, 14.80, and 15.90 mg N per 
100 ml; the enriched ammonium salt was added at 17 hours and 16 minutes 
(zero time, figure 1). By plotting the log of mg N per 100 ml against time and 
extrapolating the line connecting the points at 16.5 and 17 hours, the values of 
16.59 mg N per 100 ml at 17 hours and 16 minutes and 17.44 mg N per 100 ml at 
17 hours and 36 minutes are observed. Although the logarithmic plot is not 
strictly linear, as indicated by a slight drop in rate of fixation between the 16,0- to 
16.5-hoiir and the 16.5- to 17.0-hour points, the data, however, furnish a good 
approximation of the fixation rate. 

In the 20-minute period subsequent to ammonia addition at 17 hours and 16 
minutes, there was a calculated assimilation of 0.85 mg N per 100 ml; therefore, 
at the end of this period 4.86 per cent of the nitrogen in the cells had been taken 
up after the addition of labeled ammonia. Since the ammonium salt supplied 
contained 32 atom per cent excess, the calculated concentration in the cells 
should have been 1.548 atom per cent N^^ excess, whereas a concentration of 1.459 
atom per cent excess was observed. Although these data indicate a small 
residual fixation in the first 3 imnutes after the addition of ammonia (figure 1), 
in the period from 3 to 20 minutes after the addition, the fixation of molecular 
nitrogen was almost entirely suppressed. Thus the shift from molecular nitrogen 
fixation to ammonia utilization was not only very rapid but was virtually 
complete as well. 

That Azotobacter cells exhausted ammonia from the medium was indicated by 
the calculated and observed values for content of the cells 30 minutes after the 
addition of the ammonium salt. The predicted value was 1.822 atom per cent 
]sfi5 excess, and the observed value was 1.837 atom per cent excess, ■ ^ 

Experiment 2, concerned with the utilization of nitrate, gave distinctly 
different results. During the 90- to 120-miaute period following the ad'ditionBf 
nitrate the culture increased in excess concentration of from, 0.792 to 1,464 
atom per cent. Extrapolation of the growth curve for this culture' indicated' 
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values of 15.37 and 16.47 mg N per 100 ml of culture at the 90- and 120-minute 
points, respectively. Of the total nitrogen of the cells, 6.68 per cent was 
assimilated during this period, but analysis for showed that only 33.8 per 
cent of it was derived from the nitrate supplied despite the fact that the cells had 
had 1.5 to 2.0 hours for adaptation to this source of nitrogen. 

To determine the relative utilization of nitrate and ammonia nitrogen by A. 
vinelandii in its early growth stages, ammonium nitrate, with only the ammonium 
ion enriched ivith was supplied to cultures in atmospheres essentially devoid 
of N 2 and containing H 2 to suppress fixation of any residual N 2 present. The cul¬ 
tures were grown in 1-liter, flat-bottomed pyrex bottles with 35 ml of inoculated 
medium added to a bottle. The 35-ml portions were taken from 500 ml of Burk’s 
2 per cent sucrose medium (Burk and Lineweaver, 1930) with 286 mg of NH4NO3 
(100 ppm each of NOr-N and NHj-N; onl 3 ^ the NH4* was enriched with 32 atom 
per cent excess N^®), inoculated with 15 ml of a 26-hour culture of A. vinelandii 


TABLE 1 

Uptake of ammonia and nitrate-N by Azotobacter vinelandii 
(Experiment 3) 


HE A3FTEX 
DfOC. 

TOTAL N 

IN CELLS 

ATOM % NW 
EXCESS IN 
CELLS 

; NH^NIN 

! MEDTOM 

ATOM % N15 
EXCESS IN 

NH+ 

NOLN IN 

MEDIUM 

% cell-N 

EEOM OSIG- 

INALNHI 5 

% cell-N 
PEOM NO 5 

0 

_ 

_ 

7.46 

28.90 

7,80 

_ 

_ 

8 

2.92 

19.62 

6.69 

24.94 

5.49 

67.9 

32.1 

14 

9.04 

16.67 

3.29 

13,63 

3.08 

57.7 

42.3 

20 

ia.61 

13.91 

1.31 

9.65 

0.62 

48.2 

51.8 

24 

14.43 

13.48 

0.85 

7.69 

0.26 

46.6 

53.4 


Values for N as mg per 100 ml. 

Last two columns calculated from analyses. 


which had been grown on a medium containing the same concentration of non- 
enriched NH 4 NO 3 . A tube containing KOH was supported in each bottle. The 
bottles were arranged in pairs, and gases were supplied by evacuation and re¬ 
placement through cotton plugs. At intervals cultures were harvested, and the 
cells and supernatant medium analyzed for ammonia, nitrate, and total nitro¬ 

gen- The data are presented in table 1 and figure 2 . The last two columns of 
table 1 are calculated from the atom per cent excess in the cells and from the 
initial values of 28.90 atom per cent excess in the NHl’ and 0.00 atom per cent 

excess in the NOF of the medium- For example, the cells harvested at 8 
hours had 19.62 atom per cent excess, vrhich when ^vided by 28.90 indicates 
that 67.9 per cent of the cellular nitrogen was derived from NSf and the rest from 
NOT.' 

Although the culture employed had been carried on a medium containing both 
NHf and NOJ*, it utilized ammonium preferentially during its early growdih on 
the medium enriched with Isotopic analysis indicated that two thirds of the 

nitrogen during the first 8 hours of growth were derived from the ammonium sup- 
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plied and only a third came from the nitrate. Later, when the ammoniiiin. ap¬ 
proached exhaustion, the analyses showed that the cellular nitrogen was derired 
about equally from the nitrate and ammonium ions. The analyses for ni¬ 
trate and ammonium nitrogen indicated that three times as much nitrate as am¬ 
monium disappeared during the first 8 hours, whereas the isotope data showed 
that two-thirds of the nitrogen assimilated came from the ammonium supplied. 
To give the level observed in the cells, 1.98 mg of ammonia would be required, 



Fio. 2, Uptake op Ammonium and Nitrate Nitrogen bt 
Growing Cultures op Azotobactee vinelandii 
Organisms previously cultured on KNOaj supplied NH^NOs 
{32 atom per cent N^® excess in NH^) at time of inoculation 

but only 0.77 mg was obsen^d to disappear. This suggested that nitrate was 
being reduced to ammonia at a considerable rate. Hie ammonia thus formed 
diluted the of the total ammonium ion present, as is apparent from the values 
in column S of table 1. The isotope analysis, which assumes no dilution, indi¬ 
cated the percentage of cellular nitrogen arising from the originM NHj supplied 
but not from the ammonia derived from nitrate. 

Under the conditions of experiment 3 just described it wa^ necessary to wait 8 
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hours for the first sampling to allow sufficient gro^i^h. In experiments 4 and 5, 
N^®H 4 N 03 was added to heavy, aerated cultures which could be sampled im¬ 
mediately. In expeiiinent 4, figure 3, a 2 -liter culture of A, vinelandii was grown 
with aeration for 18 hours; Ns was its only source of nitrogen. At 18 hours 
N^^H 4 N 03 was added, and aeration continued with a mixture of 4 liters Hs and 1 
liter O 2 per minute. Samples were taken periodically as described in experiment 
1, and the NHt-N and NOI-N of the supernatant and N^® of the cells were deter¬ 
mined. As indicated in figure 3, the cells assimilated NH^ immediately, but not 



Fig. 3 . Pbeperential Assimilation of Amiconium Niteogen by 
A250TOBACTER VINELANDII Previously Grown on Na 
Values for NHJ-N and NOF-K in both figures 3 and 4 refer to that in the 
supernatant medium; aerated with Ha, O2 mixture 

until it approached exhaustion did they utilize the NOi". The atom per cent 
excess in the cells likewise indicates a linear uptake of NHj-N. Once assimila¬ 
tion of NOF began, it disappeared at about the same rate as had the NHj. A 
small residual level of NHt was present during the later stages of the experiment; 
this probably came from NO?. 

In experiment 5, figure 4, the inoculum of A. mnelandii was grown through 
several transfers with KNO 3 in the medium, and the aerated test culture con¬ 
tained 5 mg NO?-N per 100 mJ. The culture was aerated for 16.5 hours after 
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moculatioii, and then treated mth. ns in experiment 4; it was then 

aerated with the H2“02 mixture, and sampled at short interv^als. This culture 
which had been acclimated to NOi“ (most of the KNO3 added initially had been 
assimilated when the N^®B[4N03 was added) nevertheless used XHf in preference 
to NOs. The shift from N 2 fixation or use of the small amount of residual NOF 
present to the assimilation of NHf occuiTed immediately after the N^®H 4 ]Nr 03 was 
added. Although the resumption of NOi" utilization appeared while somewhat 



Pia. 4. Prbkeebntial Assimilation of Ammonium Nitbogen by 
Azotobactbb viNELANDn Pbeviouslt Grown on KNOs 
(Data of R. MacVicar) 

more NHf remained than in experiment 5, its rate did not seem to be so rapid as 
that of NHf. 

These results establish that when presented with the choice of NHf or NOF 
under conditions which preclude N 2 fixation, both in its early and later stages of 
growth, A . vinelandii uses NH? preferentially. This is true of cultures which have 
previously fixed Ns exclusively or have been grown in a medium containing NOi"- 

STIMMART 

An aerated culture of Azotohacier vinelandii grown on was^ supplied NH^ 
labeled with N^®; the culture immediately stopped fixing N 2 and used NEE? as its 
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exclusive source of nitrogen. "^^Tien N'^-lSTOr was supplied under the same con¬ 
ditions, no was found in the cells for 30 minutes in contrast to its detection in 
1 minute "when was supplied. The uptake of NH^-N was at a con¬ 

stant rate, whereas the rate of assimilation of NOF-N increased with time. 

Aerated cultures of A. vmehndii pre^dously growm either with Nj or vdth KNO 3 
assimilated NH^ in preference to N07 when supplied with NH4NO3. If NILiN O3 
was added at the time of inoculation to cultures previously growth with KNO3, the 
growing organisms used NHf preferentially and reduced NOF to NHi". 

A. vimlandii grown either with N 2 or NO 7 has preformed enzyme systems ca¬ 
pable of utilizing NH? immediately and to the exclusion of other nitrogenous com¬ 
pounds. To use NOF the cells must first adapt themselves to it. 

From these and other studies made ivith isotopic nitrogen it is concluded that 
present information favors the view that NH 3 is the first stable intermediate 
formed in nitrogen fixation by Azotobacter. 
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The manipulation in the laboratory of comparatively large amounts of patho- 
genic microorganisms is often complicated by the hazard of infection to which 
personnel are exposed. This is especially true in such operations as centrifuga¬ 
tions a process which often results in the production of aerosols of the material 
being spim down. The use of such procedures with highly infective bacteriaj 
e.g., Brucella and Pasteurella, is, therefore, not encouraged, and the available 
cell concentrates are limited to those which can be produced and harvested on 
agar media. 

The wartime shortage of agar and acceptable substitutes required that liquid 
cultures be made as adaptable and productive as possible. In the case of Brucella 
mis this was accomplished by means of aeration in deep liquid cultures. This 
method has been described in another report (Glassman and Elberg, 1946). 

The need for highly concentrated pastes of Brucella mis for investigations on 
airborne infection and for fractionation of antigenic components of the cell was 
satisfied by a fiiltration process utilizing ordinary equipment and readily available 
materials.. The method of producing these concentrates also proved useful for 
other pathogenic organisms and reduced considerably the amount of glassware, 
labor, and time involved in obtaining bacterial pastes. The hazards of manipu¬ 
lating such materials were almost completely removed, since the separation sys¬ 
tem was closed except for an efficient air filter. 

METHODS AND MATERIALS 

The culture of Brucella mis w^as obtained through the courtesy of Dr, I. F. 
Huddleson and bore the number 1772-A. Cultures of Brucella abortus and Bru¬ 
cella mditmsis were obtained from the Army Medical Center. 

The apparatus in use for the filtration process is showm in figure L It consists 
essentially of the cover from a large desiccator jar resting on a 10-inch-diameter 
Buchner funnel. The Buchner, in turn, is set into a 5-gallon glass carboy through 
a rubber stopper. A feed tube and rubber stopper drilled with several holes on 
the side is placed in the desiccator cover so that the broth culture is fed onto the 
filter bed in small streams. Two air filters composed of Kelly infusion bottles 
filled with nonabsorbent, cotton are placed in the system; one in the desiccator 
cover to prevent the formation of a vacuum above the filter'bed, and another 
between the vacuum pump and the filtrate reservoir to prevent the dissemination 

^ Studies conducted at Camp Betriek, Frederick, Maryland, from October,, 1944, to' 
May, 1945. 

® Lieut., USNE, and Major, SnC, respectively. 
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of tlie organisiiiLS ia the room atmosphere. The filter bed materials are asbestos 
and filter-ceL® 

The apparatus is assembled for use in two parts. One unit consists of the 
desiccator cover, air filter, terminal part of the siphon system, and the Buchner 
funnel. A 20-gram bed of asbestos is evenly distributed on the Buchner funnel. 



Fio. 1 . FiltbationAppabattts 

Apparatus for large scale laboratory separation and concentration 

The unit is then wrapped and sterilized by autoclaving. The carboy is sterilized 
separately in the autoclave, and the two units are then joined. 

Seventy grams of filter-cel are sterilized by hot air, suspended in one liter of 
sterile water, and aseptically poured into the Buchner funnel with care not to 
disturb the asbestos base. This should be allowed to settle for a few minutes 
before proceeding. Sterile va^line is applied aseptically to the edges of the desic- 

® J^ter-cel is a diatomaceous earth preparation obtained from Johns-Manville Company: 
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cat or cover to form an air-tight seal; this may require emery grinding of the rim 
of the Buchner fuimeL 

The filtration apparatus is attached by means of the siphon system to tlie cul¬ 
ture container and the siphon opened to permit flow of the culture onto the filter. 
A vacuum of 2 inches of Hg is applied initially to fill the Buchner funnel. T^Tien 
this has occurred, the siphon system is closed and the vacuum increased slowly 
to match any drop in the rate of filtration. Periodically, the Buchner is refilled 
from the resen^oir of culture. At the end of filtration, the organisms are care¬ 
fully scraped off the bed by sterile spatulae and collected in any suitable con¬ 
tainer. 


RESUETS AND DISCUSSION 

Over'a period of several months the filtration method has been used freqiientty 
vdth cultures of Brucella mis to give pastes averaging 1 X 10^ cells per gram. It 
has been found that the bulk of the organisms are located on top of the filter bed. 

TABLE 1 


Ability of Johns-Mamille fil^r-cel to separate Brucella suis from aerated broth cultures 


CHAiACTEBISTICS OS ITLTIUTIOH PROCESS ! 

BATA 

Weight filter-cel. 

70 g 

2-28 inches 

Inches vacuum . 

Initial count per ml broth filtered.. 

9.0 X lOVml 

5,900 g 

6 hr 

Volume filtered. 

Time of filtration... 

Weight of Brucella suis harvested.. 

65 g 

8.3 X lO^Vg 

5.3 X 10^* 

Count per gram of concentrated B. suis . i 

Total number of organisms subjected to filtration. 1 

Total number of organisms harvested.. .! 

5.3 X W® 

Concentration (count per g concentrated B* suis) . 

192 

factor (count per ml broth (unfiitered)) 


Consequently, they can be obtained with very little of the filter material ac¬ 
companying them. The small amount of filter-cel which is scraped off can be 
removed at a later date by resuspension and settling, at which time the filter aid 
settles very rapidly. 

Table 1 gives the data for a typical eisperiment in which an aerated liquid cul¬ 
ture of Brucella suis was filtered* The entire 3deld of organisms in this run was 
practically confined to the surface of the bed, giving an extremely pure cell paste. 
Table 2 illustrates the effect of the concentration of organisms in the culture on 
the rate of filtration. The drop in filtration rate observed when the concentra¬ 
tion of organisms in the culture is increased may be ascribed to the formation and 
packing of the filter cake during the process. 

As the filtration process continues, a greater amount of bacterial cake is de¬ 
posited; and as the cake progressively becomes more tightly packed, the rate of 
filtration decreases. A heavy suspension of material wili build a filter :Cake in a 
shorter time on a filtering surface than will a lighter suspension of the same ma¬ 
terial. As applied to Brucella mis, table 2 brings out this point. The,amount of 
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negative pressure emplo 3 ^ed has also been found to effect the over-all flow rate. 
Contrary to expectation, a high initial negative pressure is not suitable for this 
type of filtration. A low negative pressure will be found to yield a faster over-all 
flow rate, presumably because it does not pack the filter cake so tightly as a high 
negative pressure. 

It has been observed that the rate of filtration may be increased by mixing the 
filter-cel with the culture before the filtration process is begun. The use of the 
filter aid in this manner is similar to that advocated by the Johns-Manville Com¬ 
pany for certain commercial practices. This method does indeed increase the 
rate of filtration through the formation of a porous filter cake. However, the 
impurity of the product obtained by use of this method and the lowering of the 
concentration of the cell paste were two disadvantages which outweighed the time 


TABLE 2 

The effect of varying concentrations of Brucella suis in broth cultures on flow 
rate through filter-cel 


mCE OP m.TMTION 

VOLUME mTEKED (ML) 

Water 

Culture 1 

(3.1 X 10® organisius/ml) 

Culture 2 

(4.9 X 10^® organisms/ml) 

hr 




i 

2,200 

2,000 


1 


2,750 

3,000 

li 

6,200 


4,000 

2 

8,500 

4,500 


2| 

10,500 

6,500 


3i 

13,500 



4 

15,500 

8,500 


4i 


1 9,750 


6 


i 10,600 


20 



7,000 


saved by the procedure. Similar results have been obtained with cultures of 
Brucella abortm and Brucella melitmds. 

The virulence of the bacterial pastes described above has been carefully in¬ 
vestigated over a long period of time and on many preparations. Graded doses 
of the concentrates calculated to contain from approximately 2 to 600 cells were 
injected subcutaneously into groups of 10 guinea pigs. After 30 days the animals 
were sacrificed and the presence of characteristic lesions in the viscera and sex 
organs was determined grossly and microscopically. The liver aud spleen of each 
animal were emulsified and cultured on tryptose agar. A fresh tryptose agar 
transplant of the stock culture under investigation was titrated each time in 
gumea pigs as a standard for comparison with the bacterial concentrates. The 
mhiTO infective dose for 50 per cent of the animals was constantly around 5 
hrganisncis for both the standard and concentrated suspensions. No loss in viru¬ 
lence for the guinea pig by the mbcuto^ 
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SUMMARY 

A method for the production of bacterial concentrates from broth cultures of 
Brucella has been described. 

Preparations containing 1 X 10^^ organisms per gram have been obtained. 

The procedure described m this report for concentrating highly infective or¬ 
ganisms is less hazardous to workem than centrifugation and sdelds a bacterial 
paste which is easily handled. 

No loss in the virulence of the cells was encountered as a result of the concen¬ 
tration process described. 
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Reports on the swarming of bacteria are confined almost always to the genns 
Proteus. Such reports always note that with this genus swarming is limited to 
motile cultures. There must be some property in Proteus other than mere mo¬ 
tility causing swarming, since actively motile cultures of other genera in the 
family Enterobacteriaceae under ordinary conditions seldom exhibit swarming to 
any marked degree. 

The present investigation started with an observation made in 1938. At this 
time several hundred stock cultures, including all genera in the family Entero- 
bocteriaceae, were carried in unslanted stock agar medium containing 0.75 per cent 
agar. Inoculations w^ere made by the conventional stab into the center of the 
medium. All tubes were incubated at room temperature for 2 to 3 days. It was 
noted that a great majority of the Proteus cultures spread completely over the 
surface of the medium but only an occasional culture showed marked subsurface 
spreading. On the other hand, cultures of other groups, particularly the para¬ 
colon, exhibited marked subsurface spreading with little or no surface spreading. 

In 1942 this subject was investigated further. Seventy-five motile Proteus 
cultures, including P. vulgaris, P. mirabilis, and P. morganii, and 75 motile para¬ 
colon cultures, including the Aerobacter, intermediate, and Escherichia sections, 
were selected. These cultures were carefully iaoculated by the stab method into 
tubes of medium with agar concentrations ranging from 0.4 to 1.1 per cent in 
increments of 0.1, then 1.5 and 2.0 per cent. All agar used in this work came 
from one lot of Difco bacto agar, reference number 312155. The greatest con¬ 
centration of agar was prepared first, and portions were diluted wdth 1 per cent 
bacto tryptone broth to give the desired concentration. Evaporation was con¬ 
trolled by weight. Tubes 5 by f inches w^ere used. After sterilization, all tubes 
were held at room temperature for 24 hours, and those "with free moisture on the 
sides of the tube or on the surface of the agar were discarded. Tubes were in¬ 
cubated at room temperature and read after varying time intervals. The 
greatest extent of surface and subsurface spread was finally recorded on the fifth 
day. Complete spreading on the surface of the agar and complete subsurface 
spreading (lateral growth from the line of inoculation to the side of the tube) were 
recorded as 4. Decreasing degrees of surface and subsurface spreading were 
recorded as 3, 2,1, and 0 (no visible spreading). 

In the lower concentrations of agar there was little if any difference between the 
surface and subsurface spreading of the Proteus and paracolon cultures. As the 
agar content of the medium increased, unexpected results were obtained, particu¬ 
larly from the paracolon cultures. On 0.6 to 0.9 per cent agar concentrations, 
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frequently when there was no surface spread, subsurface spreading could be dis¬ 
tinguished in a manner wholly analogous to the descriptions of gelatin liquefac¬ 
tion, such as stratiform, saccate, infundibuliform, crateriform, and napiform. Two 
additional types were noted, the umbrella and inverted infundibuliform. In the 
former type no subsurface spreading occurred 2 to 4 mm beneath the surface of 
the medium; from this point an open umbrella type of spreading was obserYed. 
In the inverted infundihuUform type, subsurface spread increased with the dis¬ 
tance from the surface of the medium, and growth at the bottom extended to the 
sides of the tube. Table 1 shows the reactions of the different cultures in selected 
concentrations of agar. 


TABLE 1 


Surface and subsurface growth of 76 Proteus and 75 paracolon strains 


AGAR 

CONCENTRATION 

PROTEUS 

PARACOLON 

Surface: degree of spreading 

Surface: degree of spreading 


4 

3 

2 

1 

0 

4 

3 1 

2 

1 

0 

far cent 












44* i 

18 

13 




3 : 

34 

38 


1.5 


12 

33 i 

10 





46 

20 

2.0 

18 

7 

25 

25 



i 


42 

^^1 


Subsurface: degree of spreading 

Subsurface: degree of spreading 

0.4 

74 

1 




68 

6 

1 



0.7 


17 ' 

56 

2 


10 I 

18 

29 

18 


0.9 




5 

70 



5 

43 

27 

1.0 





75 






1.1 









6 

69 

1.3t 









! ^ 


1.5 




i 

1 




i 

76 

! 


4, 3, 2,1, 0 == decreasing degrees of spread. 

* Number of cultures showing complete (4) surface spread, etc. 
t Subsequent work. 


In 1 per cent agar 62 Proteim cultures exhibited marked surface spreading (re¬ 
actions of 4 or 3), and 13 cultures showed moderate spreading (reaction of 2). 
As the concentration of agar increased, surface spreading decreased, although no 
culture was completely negative even in 2.0 per cent agar. Only 3 paracolon 
cultures showed marked surface spreading jn 1 per cent agar, whereas 30 cultures 
were completely negative in 2.0 per cent agar. In 0.4 per cent agar all Proteus 
cultures exhibited marked subsurface spreading. Subsurface spreading de¬ 
creased rapidly as the concentration of agar increased. In a concentration of 0.9 
per cent agar only 5 cultures showed any spreading, and at 1.0 per cent all cultures 
were negative. In 0.5 per cent agar aU but one paracolon culture exhibited 
marked subsurface spreading, in 0.9 per cent 48 cultures showed some spreading, 
and in 1.1 per cent 6 cultures showed slight spreading. In this work all cultures 
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were negative in 1,5 per cent, but in subsequent work 2 paracolon intennediate 
cultures exhibited weak subsurface spreading in 1,3 per cent agar. 

The 150 cultures were tested for spreading or sw’anrdng on 1 per cent agar 
plates (100 mm) at room temperature. Using the same degrees of reaction as for 
surface spreading in tubes, 52, 15, and 8 Protem cultures gave reactions of 4, 3, 
and 2, respectively. One paracolon culture gave a reaction of 4, six a reaction of 
2, thirteen a reaction of 1, and 55 were negative. 

Stuart et al, (manuscript) found that the growth of actively motile strains of an 
anaerogenic paracolon, type 29911, could be induced to cover completely the 
surface of a 1 per cent agar plate. These cultures were ^^conditioned” by serial 
transfers in tubed semisolid agar, followed by transfers on fresh 1 per cent agar 
slants, and finally serial transfers on 1 per cent agar plates. Some cultures pro¬ 
duced swarming that could not be distinguished from control plates of P, vulgaris. 
To study further the phenomenon of swarming in the Entemhacteriaceae^ actively 
motile cultures of 15 Aerohacter^ 9 intermediate, and 24 Escherichia (including nor¬ 
mal and paracolon cultures of the 3 sections) w’ere ‘'^conditioned” as described. 
Two cultures were recent isolates, but the remainder were stock cultures 5 to 8 
years old. Unless otherwise specified, semisolid agar (0.25 per cent), 1 per cent 
tubed agar, and 1 per cent plate agar consisted of the desired concentration of 
agar in 1 per cent bacto tryptone broth. Ten to twelve semisolid tubed agar 
transfers and a similar number on 1 per cent agar slants were used. Transfers 
on 1 per cent agar plates were continued as long as spreading or swarming was 
progressive. Cultures were recorded as positive when the surface of the agar 
plate was completely covered by the growi:h of an organism in 48 hours. 

Of the 15 Aerobacter strains, 8, or 53 per cent, were positive after 4 to 12 trans¬ 
fers on plates. Tw-o strains, recent isolates, swarmed in 4 platings, whereas the 
other 6 exhibited swarming or spreading or a combination of both in 8 to 12 
platings. Of the 9 intermediate strains, 3, or 33 per cent, were positive after 6 to 
10 platings, 1 by swarming and the other 2 by a combmation of sw^arming and 
spreading. None of the 24 Escherichia strains was positive. The 7 negative 
Aerobacter, 6 negative intermediate, and most of the Escherichia cultures showed 
some spreading on 1 per cent agar plates. Several of the negative Aerobacter 
and intermediate cultures covered from 50 to 75 per cent of the agar surface, 
mostly by spreading, though an occasional branch or branches did reach the edge 
of the plate. An occasional Escherichia strain covered as much as 50 to 75 per 
cent of the agar surface, but usually branches, when present, extended only a few 
millimeters beyond the edge of the colony. 

Early in 1945 certain experiments were undertaken involving several Sal¬ 
monella typM strains. Two Vi S. typhi strains, Bhatnagar and S107, serologically 
lacked H antigen and in semisolid agar proved to be nomnotile. After serial 
transfers for 4 to 6weeks, motile strains were produced. To insure motile strains 
at all tunes, these two strains, together Tvdth the Watson Vi and H-901 iypM 
strains, have been continuously carried in tubed semisolid agar by weekly trans¬ 
plants from June 2, 1945, to date (June 6,1946). Since these cultures had been 
in semisolid agar more than 7 months before the start of the present' swarming 
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experiment, they were transferred directly to the 1 per cent agar plates. After 
several transfers on the 1 per cent agar and bacto tryptone medium, there was no 
evidence of swarming and the experiment was repeated on 1 per cent agar contain¬ 
ing 2 per cent proteose peptone and 0.3 per cent beef extract. By the twelfth 
transfer on this medium the grovrth of all strains had reached the maximum extent 
of spread or swarm. The Bhatnagar and S107 strains covered from 40 to 50 per 
cent of the agar surface -with a relatively thin, unbranched growth. The Watson 
strain covered about 75 to 80 per cent of the agar surface with a thin 
film; branches were always present but were so thin as to be almost invisible. 
Strain H-901 swarmed over the surface of the agar in 48 hours in a manner wholly 
comparable to control Protem cultures growing on the 1 per cent tryptone agar 
plates. The results with H-901 were not always consistent. On occasions, of 4 
plates inoculated 2 or 3 showed complete swarming, whereas on the remainder 
about 75 per cent of the agar surface was covered. Many branches reached the 
edge of the plate wuthout the interstices filling in with growth even after 5 days^ 
incubation. 

On June 2,1945, a strain of t 3 rpical Shigella alkalescens (120) was transplanted 
to tubed semisolid agar and carried by weekly transfers in this medium until the 
present, June, 1946. After 6 months in semisolid agar, the first evidence of 
motility was observed in the form of a small extension of growth outward from 
the line of inoculation. At this time it was necessary to make two or more trans¬ 
plants from the motile area since often a single transplant might develop only 
nonmotile forms. Eight months were required to produce a consistently motile 
strain which covered the surface of the tubed semisolid agar in 24 to 48 hours at 
room temperature. After 9 months this culture was tested by agglutination and 
adsorption in antiserum 21811 prepared against a naturally motile strain with the 
biochemical reactions and the antigenic structure of S, alkalescens (Stuart et ah, 
1943). The flagellar antigens induced on the typical 3. alkalescens strain 120 
were identical with the H antigens of culture 21811. 

DISCUSSION 

In bacteriological literature ^doss variations’^ are cited much more frequently 
than “gain variations.” Moreover, loss variations often seem to occur tspon- 
taneously in more or less freshly isolated cultures. The gain generally must be 
induced in the parent strain. Twort (1907), for example, induced S typhi to 
ferment lactose after prolonged cultivation in the presence of this carbohydrate. 
If gain variations generally must be induced, this may account for the prepon¬ 
derance of loss variations recorded in the literature. Whether gain variations 
represent the restoration of a lost characteristic or the acquisition of an entirely 
new characteristic is not known. In either event, however, these variations may 
constitute a valuable tool in tracing phylogenetic relationships among bacteria, 
especially the Enterohacteriaceae, 

The fact that 53 per cent of the Aerohacter strains tested exhibited marked 
swarming or spreading could support Parr’s hypothesis (1939) that Proteus was 
derived from Aerohacter, As previously pointed out, many Aerohacter strains 
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produce urease in varying concentrations (Stuart et al^ 1945). Also, an oc¬ 
casional P. vulgaris and many P. mirdbilis strains produce acetylmethylcarbinol 
(Rustigian and Stuart, 1945). This relationship seems further enhanced by 
the fact that 'pam-Aerohacter 32011 (Stuart et al., 1945), w.hich may attack urea 
slowly but strongly and which may show small gas volumes, was easily induced 
to swarm. On the other hand, 33 per cent of the intermediate strains and one 
S. typM strain were induced to cover completely the surface of 1 per cent agar 
plates in 48 hours. Of 24 Escherichia strains none covered the surface of 1 per 
cent agar plates. 

Gard (1938,1939) observed sw^armingby anumber of cultures of the Salmonella 
group under certain conditions and concluded that swarming was a sign of 
motility rather than a property of any particular group of bacteria. We are 
inclined to agree that actively motile organisms, especially of the Enterohac- 
teriaceae, are potential swarmers. Nevertheless, we feel that with few exceptions, 
under the conditions normally employed in the routine cultivation of bacteria, 
only the Proteus group exhibits marked swarming. 

Reports too numerous to cite have shown that rigid lines of demarcation 
cannot be drawn between certain species and genera in the family Enterobac- 
teriaceae on the basis of biochemical reactions and antigenic structure. There 
is some evidence to indicate that a similar situation is developing with respect 
to motility. Too often the nonmotile nature of an organism is accepted after 
one or perhaps a few conventional tests in broth or semisolid mediums. 

Shiga (1898) maintained that the dysentery organism he isolated in Japan 
was motile. Flexner (1901) agreed that dysentery organisms freshly isolated 
m the Philippines were motile but pointed out that this property was lost on 
^^artificial cultivation.’’ Vedder and Duval (1902) failed to observe motility 
after prolonged study but did find extensive fl^agellation in stained preparations 
of the organisms isolated by Shiga, Flexner, and Kruse. Later Duval and 
Bassett (1904) by a special technique established a motility in these same 
organisms that could be '‘easily distinguished from even the most active 
Brownian movement.” (For a more detailed discussion of this subject see 
A System of Bacteriology^ 1929.) From an actively motile S. alkalescensAikOi 
organism Stuart et al. (1943) isolated a w^eakly motile variant, which, as demon¬ 
strated by adsorption experiments, possessed quantitatively as much H antigen 
as the highly motile parent. Subsequently these same investigators encountered 
a nonmotile variant of a motile parent. The variant was nonmotile micro¬ 
scopically. In tubed semisolid agar no motile forms were evident, and six serial 
transfers in semisolid agar plates failed to develop motile forms. Yet the non¬ 
motile variant completely adsorbed H and O agglutinms from an antiserum 
prepared from the motile parent. A nonmotile paracolon culture was also 
found that agglutinated to titer with evidence of H agglutination in an antiserum 
prepared from a motile culture. Upon adsorption the nonmotile culture re¬ 
moved all H and 0 agglutinins from this antiserum. Twenty serial transfers 
in semisolid agar plates failed to yield motile forms of the nonmotile strain. 
Stained preparations of the nonmotile strain, however, revealed the presence 
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of flagella (unpublished data). Comparable findings of nonmotile cultures 
possessing H antigens and exhibiting flagella in stained preparations have been 
made in the Salmonella group by Edwards of the National Salmonella Center, 
Kentucky (personal communication). 

Stuart et aL (manuscript) report one strain of paracolon that required over 
2 months of weekly transplants in semisolid agar (0.25 per cent) to induce 
motility, and another strain which required 5 months for the induction of 
motility. In the present work, motility was acquired by a perfectly typical 
strain of S. alkahseem in about 6 months, though an additional 3 months were 
required to produce an actively motile strain. These findings tend to cast 
doubt on conventional methods for the determination of the ultimate nonmotile 
nature of a certain strain or perhaps certain species. This suspicion is increased 
by recent reports of motile organisms with all or at least the major antigens of 
welHmown nonmotile species. Bamforth (1936), Stuart et aL (1943), and others 
have described motile strains with the complete antigens of S. alkalescens* 
Wheeler et aL (1946) described two motile strains with the complete antigens 
and a third with part of the antigens of Shigella sp. Q771. E. Hormaeche 
(personal communication) encountered a motile strain with the complete anti¬ 
gens of Shigella sonnei, phase I. P. H. Carpenter (personal communication) 
found a motile strain with the type-specific antigen of Shigella dispar. These 
findings indicate that nonmotility in the less restricted Shigella species may not 
be so universal a characteristic as has been assumed. 

CONCLUSIONS 

Although motile members of the family Enterobacteriaceae, other than 
Proteus, do not exhibit marked swarming or spreading under ordinary cultural 
conditions, many may demonstrate this property after proper ^'conditioning.^^ 
By serial transplanting m tubed semisolid agar (0.25 per cent) motility may 
be induced in certain cultures which are considered to be nonmotile by the usual 
laboratory tests. 
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It is well known that bacterial variants resistant to phage may be developed 
easily and quickly from a parent susceptible strain, but the reason for the 
resistance of these organisms is not known. The phage-bacteria relationship 
resembles in many respects that of the virus and host ceU. If the mechanism 
for phage resistance were known, it might give a clue to the mechanism of phage, 
and perhaps even of virus, multiplication and point the way for research into 
the chemotherapy of virus infections. 

One possible explanation for resistance is a difference in the surface prop¬ 
erties of the two types. In the first report of this series (Henry and Henry, 
1946), however, it was found that as far as could be determined there was no 
difference in phage adsorption by the resistant and susceptible variants used in 
these studies. Although this is one of the very few cases of phage adsorption 
by resistant variants, it precludes the possibility that adsorption per se, in this 
case at least, is the determinant factor in resistance. It does not, however, 
conclusively indicate that some surface phenomenon is not responsible for 
resistance, since there is no assurance that the adsorptive loci are identical in 
the susceptible and resistant cells. 

Since phage is dependent on the host cell for multiplication, it seems quit© 
possible that the determinant factor in susceptibility and resistance may depend 
upon metabolic differences between the two cell types. In view of this a series 
of investigations was undertaken to determine whether such differences do 
exist, and in the present report carbohydrate metabolism is surveyed. 

The resistant variants under study were isolated as was outlined in the pre¬ 
ceding paper (Henry and Henry, 1946). WThen Jfirst isolated, they differed 
morphologically from the parent susceptible strain only in pigment production, 
aU three resistant variants^ producing a much more abundant and deeper pigment 
than the parent. This increased pigment production was not a stable character¬ 
istic and varied throughout the course of study, although the resistance was 
maintained. 

^ This investigation has been aided by a grant from the Josiah Macy, Jr., Foundation. 

® Three of the resistant variants isolated (Ra, Rb, Rc) were studied with respect to pigment 
production, growth, aerobic oxidation of glucose and fructose, and inhibition by urethane, 
and in no case was a difference observed between variants. In ail other studies the variant 
Re was used. 
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Growth, The inoculum for all growth studies was such that the initial con¬ 
centration w^as approximately 4 X 10® bacteria per ml. Initial growth in all 
media studied proceeded more slowly in the case of the resistant (R) organisms, 
although the same point was reached in 24 hours by the susceptible (S) and the 
R.® Growth was followed in extract broth and casein hydrolymte medium-^ 
both with glucose (0.5 per cent) and without. Growth in extract broth plus 
fructose, mannose, and galactose (all 0.5 per cent) was also observed, with the 
same results. All three R variants responded in like manner. Demerec and 
Fano (1945) compared the growth rates of 35 resistant mutants of Escherichia 
coU B with the growth rate of the parent strain. On the whole, growth rates 
for the mutants were lower than for the parent, but no large competitive dis¬ 
advantage seemed to be systematically associated with phage resistance. 

Aerobic oxidation of carbohydrates. With Warburg respirometers, the oxygen 
consumption by resting cells of the S and R strains with several carbohydrates 
was determined. The cells were suspended in an m/30 phosphate buffer medium 
of pH 7.2. Approximately 0.75 mg of organisms (0.3 mg or approximately 
9 X 10® bacteria per ml in final suspension) were added to each system. The 
carbohydrate (final concentration = 0.5 per cent) was added from the side arm 
after a period of equilibration, and the oxygen consumption was read every 15 
minutes. The iimer cup contained 0.3 ml of 20 per cent KOH to absorb the 
CO 2 . As seen in table 1, the R organisms showed less activity in all cases. 

Anaerobic glycolysis. In contrast to the aerobic activity, resting cells of the 
S and R variants showed no significant difference in their anaerobic utilization 
of glucose. With fructose and mannose, however, R showed greater activity 
than S, as is apparent in table 1. The reaction system consisted of 0.75 to 1.0 mg 
bacteria (0.3 to 0.4 mg or approximately 1 X 10® bacteria per ml in final suspen¬ 
sion) suspended in m/30 phosphate buffer medium of pH 7.5,0.2 ml 1 m NaHCOs, 
and the hexose (0,5 per cent). Air Avas replaced by 95 per cent N 2 + 5 per 
cent CO 2 . 

Carboxylase activity. A study of the dismutation of pyruvate showed that 
the S strain possessed greater carboxylase activity than the R variants. In 
four experiments, at the end of the first hour the R variants showed an average 
of 30 per cent less activity. At the end of the third hour this decreased to 18 
per cent and tended to remain constant for at least the two succeeding hours. 

Catalase activity. This was measured in Warburg respirometers by the de¬ 
composition of H 2 O 2 by resting cells. The S and R strains showed the same 

* Growth In most of the experiments reported was followed turbidimetrically by the Klett- 
Summerson colorimeter employing a no. 54 green iSlter* Fifteen suspensions each of B and 
R, varying in count over the entire working range of all the experiments, were measured 
turbidimetrically and by viable plate count. The relationship between log number of 
bacteria per ml and turbidity in Klett units was linear for both S and R, with no significant 
difiference between 8 and R. 

* Casein hydroiyzate medium: m/30 phosphate solution (pH 74) of 1 per cent casein 
hydrolyzate (SMACO, vitamin-free) 7.0 X 10“% cysteine hydrochloride -H 2.0 X 10“% 
FeS 04 ‘(NH#) 2 S 04 ‘ 6 H 20 + 1.8 X 10“% MgS04*7H20 + 1 X 10“% tryptophane -h 1 P®r 
ml of thiamine chloride and nicotinamide. 
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activity when grown in extract broth ^vith or without 0.5 per cent glucose if 
the pH was kept at 7 during growth by buffering the medium. However, in 
ordinary unbuffered extract broth with added glucose, the pH fell to 5 during 
growth, and here the S strain lost 50 and 70 per cent of its catalase activity in 
two experiments, but the R strain lost only 16 and 24 per cent. 

Oxidation of p~phenylenediamine. An attempt was made to measure the 
cytochrome-cytochrome oxidase system by the oxidation of p-phenylenediamine. 
This system is present in Staphylococcus aureus, but neither the S nor the R 
strains could be made to oxidize the diamine either in the respirometer or in 
spot tests (Sevag and Ross, 1944). The failure of iS. aureus to oxidize the 

TABLE 1 

Aerobic and anaerobic oxidation of carbohydrates by S and R variants 


Values represent averages of the number of experiments indicated. All three resistant 
variants were studied with glucose and fructose, but since no differences were observed, 
the values were pooled. 


CAUBOHYDSATE 

NO. OF EXFTS. 

MEAN Q02 

R < s (%) 

s 

R 

Glucose. 

15 

94 

64 

31.26 ±8.26* 

Fructose. 

4 : 

96 

66 

31.4 

Mannose.1 

2 

94 

63 

33.0 

Galactose. 

2 

23 

11 

52.2 

Pyruvate. 

4 

115 

84 

27.0 



MEAN QC02 

S < R (%) 

Glucose. 

5 

63 

68 

7.4t ‘ 

Fructose... 

4 

21 

34 

38.2 

Mannose. 

2 

27 

43 

37.2 

Galactose. 

2 

0 

0 



Whenever such limits are given, they indicate plus or minus 2 standard deviations. 
Thus, assuming a normal distribution, only once in twenty should a representative of the 
particular population of means fall outside these limits as a result of random sampling. 
The means in this column are means of differences observed in each experiment, 
t Insignificant. 

diamine has been observed before by Sevag and Shelburne (1942). Frei et al. 
(1934) found S, aureus to contain cytochromes a, b, and d, but no cytochrome c. 
In the light of our observations and those of the authors here mentioned, the 
inability of this organism to oxidize p-phenylenediamine may be due to the 
absence of cytochrome c. 

Reduction of methylene blue^ The glucose dehydrogenase system of resting 
cells of both strains was studied using the method of methylene blue (MB) 
reduction in Thunberg tubes. A light suspension of the organism (in phosphate- 
buffered saline of pH 7.2) was placed in the tube with 0.5 ml of a 0.02 per cent 
solution of MB. The glucose solution (0.5 per cent == final concentration after 
mixing) was placed in the side arm; the tubes were evacuated; then the contents 
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of the tube and side ami were mixed after 10 minutes of equilibration in a 40 C 
water bath. The reduction time was then measured. For at least 3 months 
after isolation the R variants reduced the MB, with glucose as substrate, in 
less time than the parent S strain, showing greater glucose dehydrogenase 
activity. Actually, in 8 experiments, the R variant reduced MB faster than 
the S strain by 36.4 plus or minus 5.6 per cent. However, when experiments 
were repeated 7 months after isolation, the difference in reduction time no longer 
existed, and it appeared that the S and R strains were equal in this activity. 
In spite of this change, the respective susceptibility and resistance had not 
altered. This shows that the former difference between R and S in this system 
was not a determinant in the resistance. 

Sivdies by Use of Inhibitors^ 

The results of the studies of inhibitor effects on the S and R variants are 
shown in figure 1. 

1, Cyanide. Cyanide is an inhibitor of iron-containing enzymes and among 
respiratory enzyme systems acts specifically on the cjdochrome-cytochrome 
oxidase system. 

а. Growth. The medium used was extract broth with and without 0.5 per 
cent glucose. Neither the difference in inhibition shown between S and R nor 
the effect of glucose may be regarded as definitely statistically significant as 
tested by the analysis of variance. However the t test (Fisher, 1941), which was 
more sensitive in this particular case, indicated that R was less susceptible than 
S by about 8 per cent and that both strains were more susceptible in the presence 
of glucose by about 13 per cent. There was no consistent change with time over 
a period of 24 hours. 

б. Oxygen consumption. The center well of the Warburg flasks contained a 
KOH-cyanide mixture as suggested by Krebs (1936). 

(1) Resting bacteria. The cells (0.3 mg per ml or approximately 9 X 10® 
bacteria per ml in final suspension) were suspended in m/30 phosphate buffer of 
pH 7.2, with glucose as substrate. Differences observed between S and R are 
not significant as determined by the analysis of variance. At the lowest con¬ 
centration shown on the graph (0.0001 u) there was considerable variation, 
ranging from 40 per cent inhibition to 25 per cent stimulation. 

Although at the highest concentration shown on the graph (0.1 m) the inhibi¬ 
tion was 86 per cent for both S and R, the cyanide-stable fraction of total oxygen 
consumption is taken to be 19.7 plus or minus 1.4 per cent (calculated from 36 
values) because of the flat plateau existing over a tenfold increase in concentra¬ 
tion and because 0.1 m cyanide is an extremely high concentration for this 
inhibitor. At this high concentration cyanide may be inhibiting an enzyme 
which is resistant to it at lower concentrations, or it may be combining with the 
substrate. 

^ litcist of these experiments studying the effects of various inhibitors were designed and 
performed on the analysis of variance (Fisher, 1941). The advantages of such design are 
that with a imnimum of replication one has a relatively sensitive statistical test of the 
significance of the effects of various treatments and variables as well as of their interactions. 
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Fig. 1. Effects OF Inhibitoks ON Phagb-suscbptible AND 
Phage-resistant Variants op S. aureus 

1. Each point is the average of 2 experiments measured at 3 and 51 hours. 

2. Each point is the average of three SO-noinute periods after the first 20 minutes in 2 
experiments (thus the average of 6 values), 

3. Only 1 concentration run. Each point is the average of seven 30-minute periods in 
2 experiments (thus the average of 14 values). 

4. Each point is the average of 3 values. 

6. Each point is the average of 5 experiments. 

6. Each point is the average of 2 experiments measured at 3, 6, and 24 hours. 

7. Each point is the average of 6 values (triplicates measured at second, third, and 
fourth 30-minute periods). 

8. Only 1 concentration run. Each point is the average of the fifth to the eighth 30- 
minute period in 2 experiments (thus the average of 8 values). 

9. Each point is the average of four 30-imnute periods in 2 experiments. 

10. Each point is the average of 3 experiments. 

11. Each point is the average of 8 values (2 experiments run in duplicate, measurements 
made at 3 and 6 hours). 

12. Each point is the average of 12 values (2 experiments run in duplicate, measurements 
made at second, third, and fourth 30-minute periods). 

13. Only 1 concentration run. Each point is the average of 16 values (2 experiments, 
measurements made at eight 30-minute periods). 

14. Each point at the 2 highest concentrations is the average of 2 v^ues, the first and 
second 30-minute periods. Each point at the 2 lowest concentrations is the average of 8 
values (2 experiments, measurements made at four SO-minute periods). 

15. Each point is the average of 3 experiments. 


Over a period of two hours there was some change in inhibition with time, 
usually an initial drop followed by a gradual rise. 

(2) Growing baderiu. In these experiments casein hydrolyaiate medium was 
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substituted for the phosphate buffer, thus enabling the bacteria to multiply. 
The initial inoculum was 0.3 mg of organisms (0.12 mg or approximately 3.6 X 
10^ bacteria per ml in the final suspension). There was no significant difference 
between the inhibition of S and R, nor was there any great change in inhibition 
over a period of 4 hours. The inhibition of oxygen consumption of growing 
bacteria is calculated on a per cell basis. An interesting observation was made 
here and in the following studies of oxygen consumption of growing bacteria. 
In all cases the R variants grew more slowly than the S strain, but the QOa of 
the R organisms was almost invariably higher than that of the S organisms. 

c. Anaerobic glycolysis. (For method see page 528.) Cyanide had no effect 
on either S or R in the range of growth-inhibitory concentrations. The difference 
between inhibitions of S and R at higher concentrations is merely suggestive. 

d. Methylene blue reduction. There was no effect on either S or R in the 
range of growth-inhibitory concentrations. The difference at higher concen¬ 
trations is not significant. The percentage of inhibitions of MB reduction are 
calculated as follows: [1 — (control reduction time/inhibited reduction time)] 
[ 100 ]. 

2. Azide. It has been supposed that azide acts similarly to cyanide. There 
have been, however, definite indications to the contrary. Stannard (1939) 
reported the oxygen consumption of both resting and active frog muscle to be 
cyanide-sensitive, but only that of active muscle to be azide-sensitive. He 
interpreted this to mean that there are two cyanide-sensitive systems, one of 
which is azide-insensitive. Armstrong and Fisher (1940) in a study on the 
embryonic fish heart reached the same conclusion. Lichstein and Soule (1944) 
reported staphylococci to be more sensitive to azide in the absence of free oxygen, 
under which condition heme-containing enzymes are considered to be inactive. 

a. Growth. The medium used was extract broth with and without 0.5 
per cent glucose, in which 0.5 m azide was needed to inhibit growth completely. 
The difference between inhibitions of S and R is not significant. Both strains 
were inhibited more in the presence of glucose. 

b. Oxygen consumption , 

(1) Resting bacteria. The analysis of variance showed no significant difference 

between S and R. Both are more susceptible at a pH of 6 than at a pH of 7.2, 
indicating that the HNg is the active agent (or if required that it must enter the 
cell to act, that only HNs can pass the cell membrane). Others have found this 
same relationship between activity and pH (Armstrong and Fisher, 1940; 
Chase, 1942). Azide-stable respiration: 



pH 

% 

Maximiim 
mhibition at 

s 

7.2 

12 

0.5 M 


6.0 

25 

0.1 M 

R 

7,2 

12 

1.0 m 


6.0 

15 

0.6 m 


Iidubition developed within 15 minutes after contact with the aade, following 
which there was a decrease in inhibition which in turn was followed by a steady 
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rise toward the initial inhibition values. It is an important observation that 
70 to 90 per cent inhibition of growth was obtained at a concentration (0.01 m) 
which scarcely affects the oxygen consumption of resting cells. (In fact, stimu¬ 
lation of respiration frequently occurred at this concentration.) 

(2) Growing bacteria. Here the inhibition was much greater than with resting 
bacteria. No inhibition was observed during the first hour, then increasing 
inhibition during the second hour, approaching a maximum during the third 
hour. There was no difference between S and R. 

c. Anaerobic glycolysis. Inhibition in the ease of R was greater than with S. 
There wms no great change with time. This is the only indication of a differ¬ 
ence between S and R under anaerobic conditions. The enzyme or enz}Tnes 
involved here are not identified. In this connection, the effect of azide on 
carboxylase, with pyruvate as substrate, w^as studied, and in contrast to the 
foregoing finding, azide inhibited the carboxylase activity of S more than that 
of R. In experiments using 0.01 m azide and pjunvate as substrate, at the end 
of the third hour S was inhibited 98 per cent and R 78 per cent at a pH of 6.0; 
S was inhibited 55 per cent and R 35 per cent at a pH of 7.0. 

d. Methylene blue reduction. Concentrations as low’ as 0.0001 m inhibited 
both S and R equally. As with the foregoing instance of inhibition of CO 2 
production, the important point here is that the inhibition cannot involve heme 
systems because they are considered to be inactive under such anaerobic 
conditions. 

3. Urethane. Urethane is one of the so-called “indifferent narcotics’’ and 
apparently inhibits flavoprotein enzymes (Quastel, 1943). 

a. Growth. The medium used w’’as extract broth with and without 0.5 per 
cent glucose. The inhibition of R differed significantly from the inhibition of S 
in an analysis of variance. The inhibition m the case of this inhibitor was not 
influenced by the presence of glucose. There was usually a slight decrease in 
inhibition during the first 6 hours of growth and a further decrease in the next 
18 hours. 

b. Oxygen consumption 

(1) Resting bacteria. The inhibition of R differed significantly from the 
inhibition of S in an analysis of variance. The inhibitions fell slightly in the 
first 30 minutes, then became fairly stable for the next 90 minutes. 

(2) Growing bacteria. Again R was inhibited significantly more than S. 
There was considerable change in inhibition with time. Both R and S were 
inhibited during the first 2 hours, then the inhibition of R increased whereas 
that of S decreased, gradually reaching stimulation. During the fourth hour 
the inhibition of R decreased, but only slightly. 

c. Anaerobic glycolysis. There was no significant difference between S and 
R. The inhibition decreased very sliihtly with time over a period of 2 hours. 

d. Methylene blue reduction. During the first 3 months after isolation of the 
R variants, when they w'^ere found to have more glucose dehydrogenase activity 
than the parent S strain, urethane inhibited the reduction of MB by S more than 
the reduction by R. The experiments repeated 7 months after isolation showed 
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that the dehydrogenase activities of the two had become equal, and that urethane 
inhibited the MB reduction the same in both cases. The effect of urethane on 
growth, oxygen consumption, and anaerobic glycol37'sis had not changed; the 
differences observed at first were still present. 

4 . Sulfathiazole, The sulfonamides form a group of cell inhiljitors which 
have been shown to inhibit numerous enzymes, and although there is some 
evidence that sulfonamides effect growth inhibition primarily by inhibition of 
the flavoprotein systems (Sevag and Green, 1944), their mechanism of growth 
inhibition is still not conclusively known (Henry, 1943). 

а. Growth. The medium used here was casein hydrolyzate with and without 
0.5 per cent glucose. R was inhibited more than S. Both S and R were inhibi¬ 
ted more in the presence of glucose. Table 2 gives the percentage of inhibition 
as averaged from 5 experiments. 

б. Oxygen consumption 

(1) Resting bacteria. Both S and R were inhibited only about 10 per cent 
by 0.0066 m sulfathiazole. Approximately 0.75 mg of organisms (0.3 mg or 

TABLE 2 


Efeci of sulfathiazole on growth of S and R variants 
Percentage of iniiibition by 0.0066 M sulfathiazole 


HOVR 

CASEIN HTOSOLYZATE 1 

CASEIN HYDROLYZATE -f* 0.5% OL0COSE 

S 

R 

s 

R 

3 

18 

32 

33 

41 . 

6 

20 

41 

44 

64 

24 

9 

34 

28 

51 


Figures are averages of 5 experiments. 


approximately 9 X 10® bacteria per ml in final suspension) were added'to eacth 
system. The medium was m/30 phosphate buffer of pll 7.2, and the sul)strate 
was glucose. 

(2) Growing bacteria. There was a greater inhibition of respiration here, 
R being inhibited more than S. Inhibition was observed at the first SOmiinute 
reading. In an average of two experiments, S was inhibited 13 per cent and R 
31 per cent during the first 2 hours. Between the second and fourth hours 
stimulation of both respiration and division developed. The medium hcun was 
casein hydi’olyzate, and the initial inoculum was 0.3 mg organisms (0.12 mg or 
approximately 3.6 X 10® bacteria per ml in the final suspension). 

c. Anaerobic glycolysis. There was no inhibition in either S or R by 0.0066 M 
sulfathiazole. 

d. Methylene blue reduction, SuIfathAzole in a concentration of 0.004 M 
caused acceleration (as much as 65 per cent) of MB reduction by both S and R. 
Sulfanilamide, 0.04 m, on the other hand, increased the reduction time by both 
S and R by about 17 per cent (average of 6 experiments). 
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Attempts to Reverse Susceptibility and Resistance by Use of Inhibitors 

If the presence of some particular system in either the S or R strains accounts 
for their susceptibility or resistance, then by inhibiting this system, the char¬ 
acteristic may be lost. In view of this, the four inhibitors, aade, cyanide, 
urethane, and sulfathiazole, were added in concentrations giving growth inhi¬ 
bitions of from 20 to 80 per cent, and each strain was observed for changes. To 
2 -liour broth cultures of the bacteria the proper amount of inhibitor was added, 
and the tubes were incubated for 2 to 3 hours, allowing grow'th in the presence 
of the inhibitor. After this time the phage was added in excess. Under all 
conditions the S strain retained its high degree of susceptibility and the R 
variants remained resistant. This work was done aerobically only. It was 
found, however, that both S and R strains grevr well under anaerobic conditions 
and retained their resistance and susceptibility. 

DISCUSSION 

The phage-resistant variants utilized in this study were less active than the 
parent sensitive strain. This observation has been made in other cases of 
resistance developed toward phage (Anderson, 1944; Demerec and Fano, 1945) 
and toward other agents including sulfonamides (Sevag, 1946; Yegian et aL, 
1946), penicillin (Rake et al, 1944), streptomycin (Klein and Eommelman, 
1946) and pyrithiamine (Woolley, 1944). This lower level of activity was 
evidenced by slower growth rates, decreased aerobic oxidation of sugars, and a 
decreased dismutation of pyruvate (anaerobic), the latter observation indicating 
less carboxylase activity. On the other hand, anaerobic glycolysis of fructose 
and mannose was greater in the R variants. Ethyl urethane was found to 
inhibit the growth and oxygen consumption of the R variants to a greater degree 
than the growth and oxygen consumption of the parent S strain, but the enzyme 
or enzymes involved in the inhibition are unknown in this case. A direct study 
of the glucose dehydrogenase activity in Thunberg tubes showed in the earlier 
experiments that R possessed greater activity than S and was inhibited less 
than S by urethane. In later experiments, however, this differentiation was 
lost: S and R possessed equal glucose dehydrogenase activity and were equally 
inhibited by urethane in the Thunberg tube, although the former differences in 
growdh and oxygen consumption inhibition persisted. The fact that in the 
earlier stages of this study the R variants did reduce MB at greater velocities 
than the S strain but suddenly lost this differentiation can only serve to empha¬ 
size once again the general instability of bacteria, and to make one cautious in 
concluding that a causative relationship exists between twm variables between 
which there is a correlation, 

Sulfathiazole w^as also found to inhibit the growth and oxygen consumption of 
growing cells of the R variants more than the growth and oxygen consumption 
of the S strain, but again the mechanism responsible for this difference is not 
knowm. 
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Approximately 20 per cent of the total oxygen consumption was found to be 
insensitive to cyanide. Some of this cyanide-stable respiration is apparently 
connected with growth, because concentrations of cyanide giving maximum 
inhibition of respiration fail to produce complete growth inhibition. Since 
growth of both S and E variants is inhibited more in the presence of glucose, it 
is strongly suggested that a considerable portion of the energy derived from 
glucose oxidation is utilized by growth processes. 

Only 12 per cent of the total oxygen consumption was insensitive to azide, 
indicating that azide interferes with reactions that are not cyanide-sensitive. 
It is interesting that at pH 6.0 this insensitive fraction was approximately 
doubled. As already stated, there have been numerous indications that azide 
and cyanide behave very differently, and a conclusive example has been found 
in this particular study. Thus, cyanide was found to inhibit anaerobic glycolysis 
and MB reduction (glucose substrate) only in concentrations producing maximum 
inhibition of growth and oxygen consumption. Such an inhibition may result 
most likely from a combination of cyanide with substrate. Azide, on the 
contrary, inhibited anaerobic glycob^sis and MB reduction at concentrations 
much lower than those required for inhibition of oxygen consumption. It is 
concluded, therefore, that here azide is a very powerful and rather specific 
inhibitor of a nonheme enzyme. Since no significant differences were observed 
in inhibitions of S and E variants with cyanide, it is concluded that resistance 
is not associated with the cytochrome-cytochrome oxidase systems. The only 
difference observed in inhibition of S and E by azide was that of anaerobic 
glycolysis, in wrhich R was inhibited more than S. The enzymes involved in 
this difference are likewise not clear. The reduction of MB with glucose as 
substrate was inhibited by azide equally in both S and R. Carboxylase 
(pyruvate = substrate) was inhibited more in the case of S; so it would appear 
that neither of these enzymes is responsible for this difference. The various 
enzymes, however, cannot be assumed to act in the same manner in a chain 
reaction as they do in isolated systems; therefore results obtained in a study of 
these isolated systems cannot be carried over and assumed to apply to reacjtions 
in which many enzymes are at wmrk in the actual growth and respiration 
processes. 


SUMMARY 

Three phage-resistant variants \vere isolated from a parent susceptible strain 
of Staphylococcus aureus, and a survey was made of the carbohydrate metabolism 
in an attempt to locate metabolic differences which might be associated with 
resistance and susceptibility. 

The resistant variants had slower rates of growth, aerobic oxidation of sugars, 
and dismutation of pyruvate. Anaerobic glycolysis of fructose and mannose, 
ho’wever, wm greater in the resistant organisms. 

' A'Study of the effects of various'inhibitors showed significant differences in 
the case ^ of three mf the four inhibitors used, namely ethyl urethane, sodium 
-azide, and sulfathiazole. Ethyl urethane inhibited the growth and oxygen 
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consumption of h oth resting and growing cells of the R variants to a greater 
degree than it did the growth and ox^^gen consumption of the S strain. Azide 
inhibited anaerobic glycolysis by the R variants more than that by the S variant. 
Sulfatliiazole inhibited the growth amd ox^’^gen consumption of grovdng cells 
more in the case of the R variants. In none of these instances can the cause of 
the difference be defined; the enz^mie or enz^mies immlved are not identified. 
The resistant variants, with their lower level of activity, undoubtedly lack 
certain properties, or systems possessed by the S variants, and are less versatile 
in making use of the various metabolic pathways. 

The addition of these four inhibitors independently in concentrations giving 
partial inhibition «of growth failed to alter sensitivity and resistance to phage of 
the S and R variants. 

No evidence wa,s obtained to indicate a direct relationship between any of the 
differences found between resistant and susceptible variants and resistance 
and susceptibility. 
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Although the exact mechanism by which penicillin exerts its antibacterial 
effect is not clear, some light may be thrown on this fundamental problem by a 
consideration of the alterations that it produces in the morphology of susceptible 
bacteria. 

Gardner (1940) was the first to point out the striking changes in shape of 
bacteria after exposure to varying concentrations of penicillin. Clostridium 
welchii, Eherthella typhosa. Vibrio chohrae, and even Escherichia coli all showed 
elongation and swelling of the bacterial cells. Staphylococci became spherically 
enlarged, and streptococci showed both enlargement of the cells and increased 
length of the chains. It Avas his interpretation that growth proceeds in the 
bacteria but that there is failure of fission, normal dmsion does not follow, and 
many cells then autolyze. He observed these changes in bacteria at dilutions 
of penicillin well above those which were completely inhibitory to their growth. 
For this reason he felt that some action might be expected of penicillin in vivo 
at concentrations much lower than those needed for complete inhibition. 

Since this interesting observation of Gardner, many others have noted similar 
morphologic changes in bacteria. Fleming (1941), in a discussion of the bac¬ 
teriostatic effect of penicillin, referred to the fact that in low dilutions it affects 
the morphology of bacteria and interferes vath their division. Smith and Hay 
(1942) noted a marked increase in size of staphylococci exposed to inhibiting 
concentrations of penicillin and found that the cells then underwent lysis, leaving 
behind a granular material in the sediment. This swelling and lysis were 
apparently only associated with the adive growth of the staphylococci, suggesting 
to the authors that penicillin either acts directly on the cellular wall or prevents 
the assimilation of certain growth factors necessary for actual fission of the grow¬ 
ing cell. Fully grown suspensions of the organisms did not show these changes, 
even when high concentrations of penicillin were used. Weiss (1943) noted 
similar changes in size and shape of staphylococci, streptococci, and Clostridium 
welchii and demonstrated these in electron micrographs. Dubos (1944), in a 
review of the action of various antimicrobial agents, classifies the action of 
penicillin as bacteriostatic and feels that its production of giant forms in the 
inhibited cells is evidence that it may affect some step of cellular division rather 
than “a catabolic process measured by respiration.” The studies of Miller 
et al. (1944) on gonococcal urethritis demonstrate the fact that the same type 
of reaction seems to take place in, vivo, as greatly enlarged gonococci were found 
in phagocytes from urethral smears as early as 2 hours after intramuscular 
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injection of penicillin. The meningococcus was found to be similarly affected 
in vitro (Miller and Foster, 1944). The observations of many workers support 
the conclusion that young, rapidly growing organisms are the ones which are 
the most susceptible to the action of penicillin, and that substances in the media 
which enhance the growth of the bacteria seem to render them more sensitive 
to its action (Hobby et oL, 1942; Bigger, 1944; Hobby and Dawson, 1944; Lee 
el al^ 1944; Miller and Foster, 1944; Rantz and Kirby, 1944). As a general 
rule the corollary to this is also tine, for if the bacteria are inoculated into a 
medium which is lacking in some of the growdh requirements, the efficiency of 
the penicillin is definitely lowered. An exception to this general rule has been 
pointed out by Garrod (1945), for he found that penicillin was more active at a 
temperature of 42 C—although growth of the bacteria had stopped—than it 
was at 37 C. 

Most of these authors likewise noted the occurrence of lysis in their cultures 
as a further step in the action of penicillin. This was particularly true in the 
case of the staphylococcus, though it was found to occur in other organisms also. 
Todd (1945) obser\"ed bacteriolysis in all the penicillin-sensitive organisms 
tested, including the pneumococcus, viridans streptococcus, hemolytic strepto¬ 
coccus, staphylococcus, and Clostridium welchii. The most rapid lysis occurred 
in organisms at the maximal rate of multiplication. 

A report by Chain and Duthie (1945) is of particular interest in this regard. 
They studied the ox^^gen uptake of cultures of staphylococci in the presence of 
penicillin in various phases of growth and found the organisms to be most sus¬ 
ceptible during the lag and logarithmic phases of active grow’th, but not affected 
even by high concentrations of penicillin in the ^‘resting^^ phase. It is their 
opinion that penicillin ^^appears to interfere with a metabolic function involved 
in the early stages of bacterial growrth.^' 

Our own studies w’ere concerned, first, with observations on the effect of 
penicillin on the morphology of the staphylococcus and streptococcus in vitro and, 
secondly, with its action on the pneumococcus and its capsule, both in vitro 
and in vivo. 


STAPHYLOGOCCtFS EXPERJAIEXTS 

Methods. Penicillin-sensitive staphylococci w^ere grown in beef infusion broth 
and tested with penicillin at various periods of their growth, also during the 
lag phase and after their multiplication had stopped. The penicillin employed 
in these fimt experiments was the crude form, prepared from two different 
strains of PmidUium, the usual dilutions in the cultures being approximately 
0.5 to 0.125 unite per ml. Heavy inocula of staphylococci were used, 0.1 ml of 
the whole broth culture, in order to ensure adequate organisms for the micro¬ 
scopic and photographic studies. Representative specimens of the penicillin- 
treated cultures and the controls were spun down in a centrifuge at various time 
intervals, and a sample of the sediment was spread on a slide and fixed with heat. 
The filins were then stained^ on a single slide in a very dilute solution of carbol 
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Fig. 1. Staphylococcus Series 
Mag. X 1,300 


Upper left: Control staphylococcus culture at 3 hours. 

Upper right: Staphylococcus with penicillin at 3 hours. The organisms are all enlarged 
and deeply stained. 

Lower left: Staphylococcus with penicillin at 7i hours. Abnormal staphylococci and 
much granular debris. 

Lower right: Same at 10 hours. Very few and markedly altered bacteria are left. 
Debris of lysed cells. Culture sterile at this stage. 

fuchsin for about 30 minutes, and photomicrographs were made from these 
preparations.^ The results are illustrated in figure 1. 

^All the photographs were taken by Mr. Joseph Drane and Mr. John McQuaid in the 
Department of Anatomy. 



542 


A. MURRAY FISHER 


[voL. 52 


It is clear!}" shown in these pictures that the first effect of penicillin on the 
staphyloeoeciis which is observable microscopically is the production of marked 
enlargement of the cell body, with a definite increase in the intensity of its 
staining properties by dilute carbol fuchsin. This is followed by a dissolution of 
the bacterial cell, which is quite marked in 71 hours, and complete, involving 
practically all the organisms, in 10 hours. The staphylococcus from the control 
tube at 10 hours had exactly the same appearance as at 3 hours. Subcultures 
of the centrifuged sediment taken at these same intervals revealed a marked 
decrease in the number of surviving organisms at each stage, with sterilit}^ in 
10 hours. Similar results were obtained vdth several other strains of 
staphylococci. 

This same phenomenon was observed if the inoculum of bacteria was taken 
very early in the growth period, i.e., at one hour’s growth, presumably during 
the lag phase. Similar results were obtained if the cultures were taken at 
2| hours, i.e., in the early logarithmic phase of growth. On the other hand, no 
such morphologic changes resulted when penicillin was added to a tube containing 
an old, fully grown culture of a penicillin-sensitive staphylococcus, this culture 
having been in the incubator for 10 days previously. Likewise, when penicillin 
was added to a culture of a sensitive strain in the usual way and then placed at 
once in the icebox for 18 hours instead of the incubator, no recognizable changes 
in shape and no e\ddence of bacteriolysis were observed, and subcultures remained 
strongly positive. Two strains of penicillin-resistant staphylococci were treated 
in a similar manner with no change in their morphology. 

These findings are in agreement with the conclusions of other workers and 
show that the action of penicillin on the staphylococcus, as observed micro¬ 
scopically, is one which leads at first to enlai*gement of the bacterial cell and 
then to its dissolution. With even higher dilutions of penicillin, though the 
staphylococci are not killed in the foregoing manner, the appearance of many of 
them is altered in such a way as to suggest that the\^ represent degenerate forms 
which would presumably be more easily destroyed by the phagocytes of tho 
body. This evidence of penicillin actmty at very high dilutions may help 
explain the fact that it seems to influence infections at times when it is present 
in the blood in such small ciuantities as to be undetectable by the standard 
methods for its determination. 

STREPTOCOCCUS EXPERIMENTS 

Methods. These studies in general were similar to those employed for the 
staphylococci. Heavy inocula of 18-iiour cultures of group A beta hemolytic 
streptococci were added to broth enriched with a small amount of rabbit’s 
blood, and crude penieiUin was added to this preparation in final dilutions of 
approximately 0.5 to 0,25 units per ml. These preparations were then spun 
down, slowly at first to get rid of most of the blood cells, then rapidly for 15 
minutes. Films and cultures were made from the sediment and these films 
were all stained on the same slide with a dilute solution of carbol fuchsin for 
approximately 30 minutes. Photomicrographs were then made from these 
stained films. These results are shown in figure 2, 
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The photographs demonstrate the marked inhibition in growth of this culture 
of group A beta hemolytic streptococcus, this being corroborated by the cultures 
which became nearly sterile at 10 hours and completely so at 24 hours. They 
also show the formation of the ''giant forms^’ which have been remarked on by 
others, and there is no evidence of debris to suggest that many of the bacteria 
have become lysed. 

It seems, from this experiment at least, that the group A streptococcus is not 
killed in the same manner as the staphylococcus by penicillin. Only a moderate 
number of enlarged forms are to be found, and though these probably do become 
broken up, the majority of the organisms apparently do not undergo complete 
dissolution. This is in agreement with findings reported by Hobby et at. (1942), 
these authors having found that penicillin did not cause lysis of streptococci, 
though this reaction Avas observed in some later experiments (Hobby and 
Dawson, 1944), 


PNEUMOCOCCUS EXPERIMENTS 

In the studies of the effect of penicillin on the pneumococcus we were interested 
in two rcac.tions, (1) the effect on the organism itself and (2) the effect on its 
capsule. 


In Vitro Tests 

Methods. The medium employed was beef infusion broth enriched either 
with human serum, rabbit^s blood, or ascitic fluid. Cmde or purified penicillin 
was added to this in amounts usually approximating 1 to 0.1 unit per ml, and 
heavy inocula of 18-hour cultures of pneumococci (0.3 to 0.5 ml) were added to 
this, and then placed in the incubator. Cultures and microscopic preparations 
Avere then made at various intervals after centrifuging. The bacterial stains 
employed in these experiments AAure the gram stain and the dilute carbol fuchsin. 
The capsule stain Avas a modification of that described by Butt et al. (1936). 
These authors recommended mixing a loopful of the material to be stained with 
an equal amount of 0 per cent glucose solution, then Avith india ink. This Avas 
spread on a microscopic slide, fixed AAith methyl alcohol, and counterstained 
Avith methylene blue. A counterstain of safranine proved much more satis¬ 
factory in our hands than methylene blue. This aauis at first applied for a few 
minutes, but stains of longer duration gave much better definition of the bacteria 
in the capsules; the best preparation resulting from a stain of 1 to 2 hours. It 
is, of course, absolutely necessary that the control and penicillin-treated speci¬ 
mens be prepared in exactly the same manner and stained for an equal length 
of time. The results of these in vitro studies are shown in figures 3 and 4. 

The folloAAung observations were made on the gross and microscopic appearance 
of the pneumococcus cultures. In a typical experiment penicillin dilutions of 
5, 1, 0.1, and 0.01 units per ml and a control culture Avere used. The first three 
of these tubes remained clear throughout; they were nearly sterile at 6 hours and 
completely so at 18 hours. The tube containing 0.01 unit penicillin per ml aa’-rs 
almost as cloudy as the control at 6 hours, but completely clear and nearly 
sterile at 18 hours. This indicated slight inhibition at this highest dilution in 
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Eig. 2. Streptococcus Series 
Alag. X 1,300 

Upper left: Streptococcus control at 3 hours. 

Upper right: Streptococcus with penicillin at 3 hours. Early changes in morphology 
and staining may be noted. 

Lower left: Control at 7i hours, 

^ Lower right: Streptococcus mth penicillin at 7i hours. Note the appearance of 
giant forms and marked reduction in number of organisms. 
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Fig. 2—Continued 

Left: Penicillin-streptococcus preparation at 10 hours. 

Right: Same at 24 hours. Most of the bacteria appear dead. Culture sterile at this 
point. Note persistence of chain forms and visible bacterial cells. 

the early stages, followed by lysis. Thus the penicillin could be said either to 
cause lysis of the pneumococci or to accelerate the natural tendency of these 
organisms to autolyze. Gram stains of the centrifuged sediment of the first 
three tubes showed a few organisms almost all of which were gram-negative, 
usually occurring singly, a few diplococci, and almost no chains. Stains from 
the tube showing slight inhibition showed a picture very much like the control, 
except that most of the bacteria were gram-negative. There were chains just 
as in the control and only an occasional form that seemed somewhat larger than 
normal. 

As for the studies on the pneumococcus capsule, in these experiments and 
many similar ones it was established that by 3 hours there Avere both a marked 
reduction in the total number of capsules to be found in a preparation and a 
consistent tendency for the majority of them to appear entirely empty or to con¬ 
tain a small amount of irregularly shaped bacterial substance. The capsules 
themselves were not perceptibly altered. Similar but less advanced changes 
were noted by 2 hours. Though no very high dilutions of penicillin were 
employed, it was found that, when its strength was 0.1 or 0.5 unit per ml, this 
capsule phenomenon was more easily demonstrated than when 1 unit per ml 
was used. In the latter case the most striking finding was a great reduction in 
the number of organisms—even in 3 hours both by culture and by film—^making 
it difficult to find more than a few scattered capsules, though very heavy inocula 
had been employed. 
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Fig. 3. Pneumococcus Sebies 
Mag. X 1,250 

Upper left: Pneumococcus type I control at 3 hours. Note tendency to formation of 
short chains. (Garbo! fuchsin stain.) 

Upper right: Pneumococcus type I with penicillin. One unit per ml at 3 hours. Organ¬ 
isms reduced in number and deeply stained. 

Lower left: Pneumococcus type III control at 6i hours. (Gram stain.) 

Lower right: Pneumococcus type III with penicillin 0,1 unit per ml at 6| hours. 
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Fig. 4. Pneumococcus Capsule Series 


Upper left: Pneumococcus type I control at 3 hours. (Same strain with chain 
formation as shown in figure 3, upper left.) 

Upper right: Pneumococcus type I with penicillin. 1 unit per ml, at 3 hours. Note 
almost complete absence of stained bacteria in the single capsule. (Other organisms in 
the background are contaminants in the india ink.) 

Lower left: Pneumococcus type III control at 6| hours. 

Lower right: Pneumococcus type III with penicillin 0.1 unit per ml at 6J hours. 

In Vivo Tests 

Mouse experiments. It next seemed of interest to determine whether or not 
tliis capsular phenomenon could be reproduced in vivo. Mice were used in these 
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tests, and cultures of a type III pneumococcus and penicillin tvere injected 
intraperitoiiealiy. Two types of inocula were employed, one being a heavy 
suspension of the pneumococci obtained in saline from the peritoneal cavity of 
mice injected with a culture of pneumococci a few hours previously and the 
other an 18-liour culture in blood broth or serum broth. Heav^^ inocula were 
used of approximately 1 ml, which were injected intraperitoneally and followed 
in about 2 hours by intraperitoneal injections of crude or purified penicillin in 
strengths cf 100 to 250 units. The mice were killed at intervals of 4 to 8 hours, 
and the contents of the peritoneal cavities were washed out with approximately 
1 mi of normal saline or broth- This w'as centrifuged, slowly at first to throw 
down most of the cellular elements and then rapidly to obtain the bacteria. 
The sediment Avas Avashed again Avith saline or broth in order to eliminate most 
of the serum—as this causes clumping of the India ink particles, thus resulting 
in an unsatisfactory background for the capsule stain. Preparations with 
india ink v'ere then made from these sediments, fixed, and stained in the usual 
AAmy. Control preparations AA’ere made for each test and treated in exactly the 
same AAuy as those in AAliich penicillin w^as used. 

The results of tAA*o typical experiments are demonstrated in figure 5. In 
these the capsules are very large, no doubt because a type III pneumococcus was 
used and groAvn in the mouse’s peritoneum. The findings were essentially the 
same whether cmde or purified penicillin was used. These and many other 
similar experiments made it clear that the phenomena noted in vitro could be 
reproduced in vivo. The capsules seem to be normal in structure and the 
pneumococci appear to have been either completely destroyed, leaving no trace 
behind or leaving remnants that stain very faintly. These remnants at times 
appeared as definite small diploeocci, and at other times there was only a small 
amount of granular material to be seen. A few normal-looking pneumococci 
could nearly ahvays 1)0 found in the same preparation. Subcultures taken at 
the time these pi’eparations Avere made invariably showed a marked reduction 
in the number of Afial>le organisms present, and an occasional culture would be 
sterile. 

Hitman experhnents. A good many observations on patients Avith pneumo- 
coeeus infections under treatment. Avith penicillin indicate that this “empty- 
capsule” phenomenon ivS a veiy common, if not a regular, occurrence under such 
circumstances. IMiss Kathleen Foley and others in the bacteriological iabora- 
toiy noticed, on setting up a gRcHun.gr preparation on some pus from an empyema 
wdiich had been treated locally Avith penicillin, that capsules AA^ere present which 
“quelled” normally but that either no pneumococci or only very faintly stained 
ones Avere \dsible Avithin the capsules. We confirmed this finding on several 
other cases under similar treatment. 

It AA’as found that the same reaction could be demonstrated in the sputum of 
patients Avith lobar pneumonia. The characteristics of the sputum made it 
difficult to obtain good preparations AAith the india ink. This could be done, 
however, by shaking the specimen up Avith sterile broth, filtering through sterile 
filter paper, and then centrifuging. Preparations Avere then made from the 
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Fig. 5. Pneumococcus Series,Mouse Experiments 
Mag. X 1,200 

Upper left: Pneumococcus type III control. From mouse peritoneum after li hours. 
Upper right: Pneumococcus type III with sodium penicillin, 100 units. After 4| hours 
in mouse peritoneum. (Capsules appear smaller because of very dense background.) 
Lower left: Pneumococcus type III control from mouse after 4 hours. 

Lower right: Pneumococcus type III from mouse after 4 hours. Top With crude 
penicillin, 100 units. Bottom—Same with sodium penicillin, 250 units, 

sediment and stained for capsules. Cultures from the sediment before penicillin 
therapy were nearly pure for pneumococci and after treatment were often nearly 
sterile. In three cases satisfactory preparations were obtained in this way 
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before, and th(? da 3 ^ following, institution of intramuscular therapy with penicillin 
in doses of 30,000 units eveiw 3 hours. Most of the capsules \\hich weie found 



Fig. 6. Pneumococcus Sebies, Human Infections 
Mag. X 1,200 

Upper left; ]?*iieuniococciis type XII meningitis before penicillin therapy. 

Upper right; Same 4 hours after 20,000 units penicillin intrathecally. 

Lower left: Pneumococcus type II meningitis before penicillin therapy. 

Lower right: Same 20 hours after 20,000 units penicillin intrathecally. 

after therapy appeared empty, whereas those before treatment showed 
pneumococci which stained normally. 

It was mten^sting to note also that two of these patients had been taking one 
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of the sulfonamides at the time of admission and just before the control prep¬ 
aration was made. This suggests that the pneumococcus does not exliibit 
this type of reaction when exposed to sulfonamides. In vitro experiments 
performed later with strongly and weakly inhibiting concentrations of sulfa¬ 
diazine and sulfamerazine bore this out, as the pneumococci under such circum¬ 
stances were found to stain normally in their capsules. 

Material was obtained from two patients with pneumococcus meningitis. 
The results of the studies on their spinal fluids are illustrated in the photographs 
in figure 6. The first patient had an overwhelming bacteremia and meningitis 
due to a type XII pneumococcus and died 4 hours after the diagnosis was made. 
The second specimen in this case was taken by spinal puncture immediately 
after death—approximately 4 hours after 20,000 units of penicillin had been 
injected intraspinally. In this preparation it was found by actual count that 
50 per cent of the capsules appeared to be empt 3 ^, whereas only one in five had 
this appearance before the therapy. The other patient had a type II pneumo¬ 
coccus in the spinal fluid and was given 20,000 units intraspinally. The second 
sample of spinal fluid was taken 20 hours after this mjection, and nearly all the 
capsules were empty or showed pneumococci which stained very faintly. The 
bacteriologist doing the routine quellung on this material remarked on the pecul¬ 
iar microscopic appearance of the preparation, for the organisms themselves 
had failed to take the methylene blue stain, and many capsules were left which 
in some ways resembled red blood cells. 

DISCUSSION 

It seems clear from this study that though penicillin may have one funda¬ 
mental effect on bacterial metabolism which holds true for all susceptible organ¬ 
isms, it has var 3 dng effects on the cellular structure of the bacteria, depending 
on the type of organism under consideration. This holds true at least for the 
three types of bacteria dealt with in this investigation. It is also clear from this, 
and many other observations, that the bacteria are actually killed by pemcillin 
and without the aid of the defensive mechanisms of the body, rather than simply 
being inhibited m their growdh. This bactericidal action does not take place 
immediately—as it does with many antibacterial agents^—^but subcultures show 
that during the first 3 hours great numbers of bacteria die if exposed to penicillin 
in sufficient concentration, and by 10 hours the cultures are usually sterile. 
These cultural changes may be correlated wdth actual alterations in the 
morphology of the various bacteria, as demonstrated by the microscopic studies 
illustrated in this report. 

Though the degree and type of the structural changes in the different bacteria 
vary considerably, one effect of penicillin on the bacterial cell body results in 
enlargement of the cell. This reaction is most marked at the higher effective 
dilutions of penicillin. It is interesting to compare this phase of the reaction 
with the lag period of normal bacterial growth. This period corresponds roughly 
to the first hours of life of a fresh culture, and during this time there is little 
or no evidence of multiplication of the bacteria. They are not in a resting 
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stage, hoAvever, but show normal metabolic activity, which results in growth and 
actual enlargement of bacterial cells (Topley and Tlilson, 1938). The normal 
stimulus to dmsion then takes place, and the bacteria are started on the phase 
of “active growth.” The reasoning which has been advanced that penicillin 
interferes with this normal stimulus to division seems to offer the most logical 
explanation for this primary inhibiting effect of the drug. It seems to produce 
at first an exaggerated lag phase, which in our experiments was much more 
marked for the staphylococcus than for the streptococcus, and least for the 
pneumococcus. 

In the case of the staphylococcus this phase in which there is inhibition of 
division and swelling of the bacteria is followed by dissolution of the cells until 
little remains of the culture but granular debris. These morphologic changes 
in the staphylococci were noted only in the case of the growing organisms; they 
were not produced at icebox temperature nor in the old cultures in the resting 
phase. Resistant strains did not show any such structural alteration when 
exposed to penicillin, Sulfathiazole failed to induce this reaction when tested 
with staphylococci either in weakly or strongly inhibiting concentrations. 

Definite evidence of complete dissolution of cellular structure was not observed 
in the cultures of streptococci; and though a good many giant forms were seen 
during the phase of inhibition—^these presumably becoming lysed—^the majority 
of the organisms did not exhibit these alterations, and some chains were still 
apparent though the cultures became sterile. 

It may be mentioned'here that sulfonamides have also been found capable 
of changing the morphology of streptococci, for Gay and Clark (1937), Lockwood 
(1938), and Tunnicliff (1939) noted enlargement of the individual bacteria and 
elongation of their chains when exposed to sulfanilamide. Such organisms were 
found to be more susceptible to phagocytosis than were the controls (Tun¬ 
nicliff, 1939). 

The effect of penicillin on the morphology of the pneumococcus as shown by 
the stain employed in this work was one of enlargement of a few of the cells, 
but usually, except for a marked diminution in the number of bacteria, there 
would be little change from the control preparation. Most of the remaining 
bacteria, however, did become gram-negative. The changes noted relative to 
the capsules w'ere unexpected and very interesting. The capsule being inti¬ 
mately associated not only with the type specificity but with the virulence of 
this species, we suspected that it would have to be destroyed before the pneumo¬ 
coccus could be killed by the penicillin. It was interesting, therefore, to find 
that after the organism itself had evidently been killed and failed to take the 
saframne stain, the capsular substance remained intact. In this condition it was 
still capable of reacting in the usual way when exposed to type-specific serum. 
It appears that the penicillin either passes through the capsule by diffusion and 
then destroys the organism, or is actively absorbed by the growing pneumococcus 
and passed through its capsule during the process of bacterial metabolism. That 
the latter explanation seems the more likely is indicated by the fact that the 
phenomenal is not observed at icebox temperature; which, suggests that it 
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occurs only when the experiments are performed under conditions favorable to 
active growth of the bacteria. This is not merely an in vitro phenomenonj for' 
it "was obsen^ed in mice and in several types of pneumococcal infections in 
human beings. The fact that it was found in the sputum of patients with lobar 
pneumonia during penicillin therapy indicates that it may take place in high 
dilutions of the antibiotic. This may be a reaction which is unique for penicillin; 
at least there has been found no evidence for its occurrence with sulfonamides 
either in vitro or in patients with pneumonia. 

It is thus sho^vn that the pneumococcus capsule is easily penetrated by peni¬ 
cillin and does not offer the organism any protection against it. It seems rea¬ 
sonable to presume that the way in w^hich the bacterial ceE itself is destroyed in 
this reaction is by the penicillin^s producing enough injury to promote an ac¬ 
celeration of the pneumococcus’ natural tendency to autolysis. 

Another feature worth emphasizing again for its clinical significance is the 
production by penicillin of slight inhibiting and morphologic changes in bacteria 
at higher dilutions than those which are observed in the gross in vitro tests of an 
organism’s penicillin sensitivity. Bacteria which are only slightly affected in 
such a manner are almost certainly altered enough to render them more sus¬ 
ceptible to the normal immune mechanisms of the host. Such observations 
may help explain the finding that penicillin is frequently effective in bacterial 
infections despite the fact that it is present in the blood and tissue fluids in too 
low a concentration to enable its detection by the routine methods that are 
now employed. 

All the observations reported in this study support the general belief, expressed 
by many workers in this field, that penicfllin is most effective against young, 
rapidly growling bacteria. This is one of the features of its action that is of 
the greatest interest and importance from the clinical standpoint. The fact 
that penicillin apparently does not affect the bacteria in the resting stage—as 
shown by its failure to produce morphologic or cultural changes in very old 
cultures or at icebox temperature—^proves that this is not merely a physical or 
chemical effect on the body of the cell, but one that influences some phase of 
the organism’s metabolic and reproductive activity. 

STTMIVIARY 

The in vitro action of penicillin on staphylococci causes enlargement of the bac¬ 
terial cells followed by lysis. This is apparently due to interference with their 
normal stimulus to division and multiplication rather than to complete inhibition 
of growth. 

The same effect is apparent to a lesser degree on cultures of beta hemol 3 rtic 
streptococci and pneumococci. In the case of the pneumococcus at least, the 
capsule remains intact for some time after the cell body is destroyed. 

^ This effect on the pneumococcus is apparently a biologic rather than a physical 
or chemical reaction, since it occurs only under conditions in which the organism 
is capable of growth. 

These various morphologic changes are noted to some extent in the staph- 
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ylococci witMn the first 2 Iiours of their exposure to peiiicilliiij and in the 

streptococci and pneumococci in 3 hours. 

The clinical significance of these findings is discussed. 
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Beet molasses constitutes an economical source of carbohydrate for industrial 
processes. Successful utilization of it in citric acid fermentation by molds is 
highly desirable. Although beet molasses presumably is now being used indus¬ 
trially, such commercial methods are closely guarded trade secrets. Moreover, 
its use may be limited. Thus, von Loesecke (1945) states, "^Tt is believed that 
,. * in present commercial practice it is necessary to use beet molasses from a 
certain locality to achieve efficient operation.’’ The literature concerning the 
fermentation apparently contains no fully satisfactory procedure for utilization 
of beet molasses in existing plant conditions, although applicable studies have 
been reported. The ultimate object of this research, therefore, was to develop a 
method by which beet molasses may be improved for use as a substrate in myco- 
logical citric acid production, giving yields comparable to those obtained with 
S3mthetic media. 

The literature has been adequately reviewed by Wells and Herrick (1938), 
Prescott and Dunn (1940), and von Loesecke (1945). Relatively few studies 
have been concerned with beet molasses or other unrefined sugar sources. Ap¬ 
parently the only specific reference to the use of beet molasses was reported by 
Roberts and Murphy (1944); they developed a method in which a beet molasses 
medium, impregnated on sphagnum moss, was fermented by a strain of Asper- 
gillus niger to yield 25 to 30 g of calcium citrate per 200 g of molasses in 2 days. 
Previously, Cahn (1935) had reported a similar process, using cane molasses. 
Chatterjee (1942), Palei and Frantzuzova (1936), Bemhauer, Iglauer, and 
Knobloch (1941), Das Gupta, Saha, and Guha (1940) have also reported studies 
dealing with the fermentation of various molasses or raw sugars. 

METHons 

Three types of containers were employed. Preliminary experiments were 
conducted in 6-oz bottles, the bottle being laid on the side to provide a large sur¬ 
face area with approximately 1-cm depth of medium. This furnished maximum 
contact and utilization of the nutrients of the substrate by the mold mycelium; 
the fermentation would thus be expected to respond more markedly to experi¬ 
mental modification in the substrate. Smooth-walled glass tumblers were used 
subsequently to simulate shallow pan conditions. In some cases, plant con¬ 
ditions were more closely duplicated by the use of shallow aluminum pans 
36 X 25,5 X 7.5 cm in size, containing 5 liters of medium to give a depth of 5 

^ Published with the permission of the Director of the Wisconsin Agricultural Experiment 
Station. 
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cm. The bottles were plugged with cotton, the tumblers were covered with 
^^•irmat/^ and the pans were loosely covered with a piece of sheet aluminiiin. 

The mold used was Aspergillus niger. Cultures were stored as soil suspensions, 
according to the recommendations of Greene and Fred (1934). Seed cultures for 
the fermentation were prepared by inoculation from the soil suspension to bottle 
plates of sucrose nutrient agar. The plates thus inoculated were incubated for 
6 to 25 days. A standard suspension of spores was prepared by washing off these 
cultures with distilled water to approximate 50,000,000 spores per ml. In the 
case of bottles or tumblers, 1 ml of the spore suspension was used as inoculum; 
for the aluminum pans, 20 ml were used The containers were then gently 
swirled or agitated to ensure an even distribution of spores. The inoculated con¬ 
tainers were incubated at 30 C; analyses were usuallj^ made at 8,10, and 12 days. 
Unless otherwise specified, the results given are for a 10-day fermentation period. 
The loss in volume at this time was measured directly by determining the differ¬ 
ence between the volume of the fermented liquor, including the mycelium mat, 
and the original volume; this loss was expressed as percentage of loss in volume. 
The fermented liquor and mat were then diluted and steamed for 15 minutes, in 
order to MU the organism and to extract residual acid from the mat. After cool¬ 
ing, the liquor and mat were diluted to a given volume, thoroughly mixed, and 
aliquots taken for analyses. 

Residual sugar in the fermented liquor, as well as sugar in the original medium, 
was determined by the method of Somogyi (1937). 

Total acidity was determined by titration with 0.1 N sodium hydroxide, to the 
phenophthalein end point. Yields were calculated as the percentage of conver¬ 
sion of the sugar supplied to citric acid monohydrate, assuming it to be the only 
acid product present. By this method, a theoretical yield of 123 per cent would 
be possible, if all the sugar carbon were converted to citric acid carbon. Al¬ 
though this representation of yields was not necessarily accurate, it nonetheless 
permitted rapid gross differentiation of results. 

Under the conditions used, citric and oxalic acid made up virtually all of the 
acid produced by the fermentation. Thus, it was possible to determine the 
amount of oxaKc acid produced, and then merely to calculate, by difference, the 
amount of citric acid produced This procedure was carried out when differential 
evaluations of citric and oxalic acid yields were desired. An oxalic acid micro¬ 
analysis was standardized for accurate use with molasses media; the method con¬ 
sisted of the usual precipitation with calcium chloride, centrifuging, decanting, 
and titrating the calcium oxalate while hot with 0.1 n ceric sulfate solution. 

mOPEBIMEOTAn 

Strains, In the preliminary work a strain of Aspergillm niger was selected 
which would produce a maximum amount of citric acid in the shortest time and 
be adapted to fermentation of a beet molasses substrate. A comparison of 20 
strains contained in our culture collection showed two strains to be markedly 
superior in their fermentative abOity. Subsequent work was largely restricted 
to use of these two strains. Strain 62 is the culture no. 67 employed by Wells, 
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Moyer, and May (1936); no. 72 was presumably A. niger 1015 of the Americaii 
Type Culture Collection. Although no. 62 was superior on s}Tithetic medium, 
it gave inferior results on beet molasses medium (see table 6). On the other 
hand, strain 72, although inferior on synthetic medium, proved to be superior on 
beet molasses media and subsequently was used routinely in these studies. Al¬ 
though no. 72 formed relatively large proportions of oxalic acid, it nonetheless 
gave the highest citric acid yields and its deeply invaginated mycelium mat made 
it adaptable to deep layers of medium. In general, strain 72 could be expected 


TABLE 1 

Variation in fermentative ability of single-spore-derived cultures of A. ?iiger no. 62 on 

synthetic medium 


PERCENTAGE YIELDS, TOTAL ACIDITY 


STRAIN NO. 



7 days 

8 days 

9 days 

10 days 

62 

42.5 

44.0 

52.2 

' 46.7 

103 

49.1 

51.1 

51.1 

50.4 

105 

1 63.4 

58.9 

63.3 

61.4 

106 

1 52.6 

57.6 

59.1 

59.3 

107 

51.8 

60.8 

61.5 

62.1 

lOS 

57.2 

58.7 

58.4 

58.7 

111 

48.9 

48.3 

47.4 

40.9 

113 

58.4 

61.9 

61.4 

62.3 

116 i 

56.9 

61.9 

60.4 

61.0 

117 i 

55.2 

61.7 

63.4 

58.2 

120 I 

48.9 

54.6 

56.0 

55.7 

124 ! 

55.2 

56.6 

53.2 

53.3 

131 

56.3 

53.1 

53.1 

53.5 

132 1 

. 44.2 

42.2 

42.6 

37.1 

135 i 

57.6 

54.2 

55.8 

60.0 

143 

52.8 

62.1 

65.8 

63.6 

156 

49.1 j 

47.4 

47.6 

52,8 

158 

47.6 

55.2 

55.0 

59.7 

160 

52.8 

55.8 

63.2 

64.6 

161 

53.2 

62.4 

60.0 

58.0 

165 1 

54.2 

61.6 

58.5 

60.8 


to produce citric acid yields of approximately 50 per cent with properly prepared 
beet molasses medium over a 10-day fermentation period (see table 6). 

No newly isolated strains of Aspergillus niger from natural sources gave yields 
consistently better than no. 62 or no. 72. In some instances, an apparently 
superior strain was isolated, but on continued cultivation the property was 
rapidly lost. 

It was hoped that an existing strain might be improved in its fermentative 
ability through a process of selection, using a single spore isolation procedure. 
Twenty single conidiospore isolations were made, using a modification of the 
Chambers (1922) technique with the micromanipulator modification of Wright 
and McCoy (1927). In isolating spores, the suspension of spores was allowed to 
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incubate for about 3 hours, and the swollen but not yet germinated spores were 
picked for isolation; by this method a maximum percentage of germinated spores 
was obtained. The single-spore-derived cultures (from parent strain no. 62) 
w^ere studied on the synthetic medium of Doelger and Prescott (1934), with the 
addition of 0.16 mg of iron and 0.003 mg of manganese per liter of medium. 

The results in table 1 indicate that some stimulation, apparently due to the 
isolation procedure, was obser\^ed in almost all the cultures; no marked increase 
in fermentative ability Tras achieved and maintained in subsequent studies, 
however. 

Unless otherwise specified, strain 72 of Aspergilhis niger was employed in the 
subsequent studies on beet molasses media. 

Development of a Beet Molasses Medium 

Proximate chemical analyses of beet molasses revealed a comparatively high 
percentage of metals, particularly iron. Since the fundamental research of Currie 
(1917), it has been apparent that excess quantities of many metals may markedly 
inhibit the formation of citric acid by A, niger strains. Preliminary studies con¬ 
firmed this fact: when untreated beet molasses was tested in the fermentation, a 
heavily sporulated mycelium mat was formed by the mold and relatively poor 
yields of citric acid were obtained. It was concluded, therefore, that the inhibit¬ 
ing factor in beet molasses might well be an excess quantity or an unfavorable 
balance of metallic ions, and the problem was approached from this point of view. 

In the wine industry, potassium ferro- and ferricyanide frequently have been 
used to remove iron from the product (Creuss, 1934). Ferrocyanide was used for 
several years by Mr. William Eisenman of the Hey den Chemical Corporation for 
the processing of molasses in citric acid fermentations, and the authors wish to 
acknowledge their indebtedness to him for a statement of the procedure which 
he empIo;y^d. A systematic study of various factors which might affect the 
treatment of molasses wdth ferro- and ferricyanide was undertaken. 

Preliminary development of the medium was made using a single sample of 
beet molasses, no. 1. Optimum conditions for treatment of this molasses sample, 
which in many respects is similar to the procedure of Eisenman, were found 
to be as foUovrs: To 340 g of beet molasses partially diluted were added 0.60 
g of potassium ferrocyanide (in solution), and the whole was made to 1 liter 
with distilled water. Ten g of diatomaceous earth were added and mixed 
thoroughly. The medium thus prepared was allowed to stand overnight in a 
graduated cylinder or similar container at approximately 6 C. The medium was 
placed in the fermentation containers and autoclaved at 120 C for 15 minutes. 
The final medium thus prepared contained approximately 15 per cent sugar. 

A total of four samples of Straighthouse beet molasses from different localities 
were treated with ferrocyanide. All of the samples gave satisfactory citric acid 
yields, although optimum conditions were ^tablished for only one sample, no. 1. 
The ferrocyanide level, pH, and sterilization conditions required for maximuin 
yields with the different samples vaiy condderably. Thus, table 2 givek 3 rields 
obtained with the four sample of mola^es sterilized and unsterpized, in each 
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case with the pH unadjusted and the ferrocyanide treatment optimum for the 
no. 1 molasses. Under these conditions, molasses no. 1 gave better results when 
sterilized, the other three apparently giving better results in an unsterile condi¬ 
tion. No trouble was encountered from contamination of the unsterile media in 
the course of the fermentation, presumably because of the high concentration of 
acid formed. Further evidence of the necessity for determining the optimum 
treatment for a given lot of molasses in large-scale production became apparent 
in the case of molasses no. 2, The pH of this sample was 8.4, as compared to the 
nearly neutral reactions of the other samples. By adjusting the pH of this sam¬ 
ple before ferrocyanide treatment to an optimum, pH 6.0, and sterilizing the me¬ 
dium, total acidity yields as citric were increased from 90.5 to 101.5 per cent, and 
citric acid yields, from 44.8 to 54.0 per cent. 

TABLE 2 


Effect of sterilization in the preparation of heet molasses media using different 

molasses samples 


MOLASSES 
SAMPLE NO, 

STERILIZATION | 

! j 

i 


PERCENTAGE YIELDS, 10 DAYS 


Total acidity 
as citric 

Citric acid 

Oxalic acid 

Citric acid: 
total acidity* 

1 


102.1 

58.8 

39.1 

60.0 


— 

95.5 

! 

45.4 

45.1 

50.2 

2 

+ 

‘ 90.5 

44.8 

41.0 

52.2 


- 

69.5 

47.8 

19.6 

70.9 

3 

+ 

37.5 





— 

86.6 

53.6 

29.6 ; 

64.4 

4 

+ 

30.7 ’ 

18.5 

11.0 

62.7 


— 

77.5 

44.2 

29.3 

60.2 


* Citric acid: total aciditv = "tw; ; r. X 100. 

" citric acid 4- oxalic acid 


The relationship between total acidity yields and the amounts of potassium 
ferro- and ferricyanide added as precipitants to molasses no. 1 is illustrated in 
figure 1. An excess of the ferrocyanide apparently was somewhat less serious 
than an inadequate quantity, although the range of the optimum level was rather 
narrow. The optimum amount for 340 g of molasses sample no. 1 was about 0.60 
g; the percentage of the citric acid yield as well as the total acidity 3 deld was found 
to be maYimiim at this level. Although slightly higher yields were obtained with 
ferrocyanide, the ferricyanide treatment gave nearly equal yields and did not 
exhibit such a narrow optimum level. 

Efect of The optimum pH level for the ferrocyanide treatment was in¬ 
vestigated in the next series of fermentations and was found to be approximately 
7,0. This result is in marked contrast to the effect of pH on the production of 
citric acid in synthetic media; in this case, the yields were maximum at low pH 
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rREOmiTAIST P£{| 340 mAMS MOLASSES 

Fig. 1. Effect op Amounts of Potassium Feero- and Febricyanidb Used 
IN Teeatmbnt of Beet Molasses 



AoaasTsrcitT 

Fi&. 2. Effect op pH Adjustment in Fehbocyanide Treatment of Beet Moiasses 
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levels, often below 3.0. In the beet molasses media, 3 delds of citric acid as well 
as total acidity were markedly better at the higher pH ranges moreover, the mold 
spores failed even to germinate at a range below pH 4.0. Figure 2 shows the 
effect of varying the pH on total acidity yields with beet molasses no. 1. Varia¬ 
tion in pH before ferrocyanide treatment of the medium, after treatment but 
before sterilization, and after both treatment and sterilization gave highest yields 
at a neutral reaction. The pH was routinely adjusted before ferrocyanide treat¬ 
ment and sterilization. In no case was pH adjustment made after the fermenta¬ 
tion was started, nor was possible change in pH checked after the original adjust¬ 
ment. The germination of spores and mycelium formation were markedly 
inhibited at the lower pH values; there were no apparent differences in morpho¬ 
logical characteristics of the mycelial mats between pH 5.0 and 8.0. Most of the 
other samples of beet molasses gave satisfactory results with the pH unadjusted 
throughout. 

TABLE 3 


Gross effect of different SO C incnhaiors and of different temperature levels within one incubator 


INCUBATOR NO. 

TEMPERATURE ! 
AVERAGE *C 

PERCENTAGE 
LOSS IN VOLUME, 
10 DAYS 

PERCENTAGE YIELDS, 10 DAYS 

Total acidity 

Citric acid 

Oxalic acid 

Citric acid: 
total acidity 

1 

33 ^ 

29 

87.0 

52.8 

30.8 

63.1 


30 

22 

85.4 





28 1 

19 

83.0 

47.0 1 

31.8 

59.6 


26 ' 

19 

60.6 

1 




25 i 

19 

50.3 




2 

30 

44 

79.0 

39.7 

35.2 

53.1 

3 

30 

54 

73.8 



1 

4 

30 

45 

89.0 

46.2 

38.4 

; 54.6 

5 

32 

44 

85.4 

45.8 

35.3 

1 56.5 

Eoom temp. 

23 

1 

47.5 



i 


Effect of temperature. Since various temperature have been reported as opti¬ 
mum for the fermentation, it seemed desirable to check the influence of incuba¬ 
tion temperature upon the fermentation of strain 72 on beet molasse medium. 
Composite results of the study are given in tables 3 and 4. A temperature of 30 
C appeared to be optimal, and this temperature has been employed throughout 
the work. However, it was also indicated that marked differences in 3 delds may 
occur using different incubators of apparently the same temperature, pointing to 
uncontrolled factors m incubation such as humidity, circulation, etc. An at¬ 
tempt to shorten the incubation period for the fermentation was made by using 
a preliminary incubation period of 4 days at a higher temperature followed by a 
secondary period at 30 C. Although spore germination and formation of the 
mycelium mat was accelerated by this method, no appreciable effects on yields 
were apparent (table 4). 

Effect of inoculum. The influence of the size of spore inoculum upon the fer¬ 
mentation of strain 72 on beet molasses medium was checked. The resulte are 
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given in table 6. A comparatively heavy seeding of spores was found to be neces¬ 
sary for satisfactory spore germination and mycelium formation. The heavier 
inocula served primarily to shorten the time of incubation necessary. The no. 2 
suspension was employed as the standard inoculum for experimental work, with 
approximately 1 ml of the suspension per 50 cm^ surface area of medium* 

TABLE 4 


S/ffsct of pfelimifKify incuhdtion cd d highet temperatUTe with d sQCOuddTy incuhdtion (it a 

lower temperature 


PSEUMINAK'y 
' INCUBATION, ®C 

1 

SECONUAJtY : 
[ INCUBATION, ®C i 

PERCENTAGE 
LOSS IN VOLUME, 
10 DAYS 

PEMCENTAGE YIELDS, 
TOTAL ACIDITY 

PERCENTAGE YIELDS, 

10 DAYS 

8 days 

10 days 

12 days 

Citric acid 

Oxalic acid 

Citric acid: 
total 
acidity 

SO 

30 i 

1 

42 

84.0 

91.4 

99.9 

46.0 

41.9 

51.8 

33 

33 

57 

81,5 

84.0 

86.5 

43.6 

36.4 

54.5 

37 

37 

65 

74.6 

74.6 

73.3 

39.0 

31.8 

55.1 

33 

30 

46 

86.0 

89.7 

96.6 

1 47.1 

38.3 

55.1 

37 

30 1 

49 

83.2 

91.8 

96.6 

1 48.6 

38.9 

55.6 


TABLE 5 


ESect of amount of spore inoculum 


SPORE SUSPENSION 

PERCENTAGE YIELDS, TOTAL ACIDITY 

Biktion 

number 

Density 
(2-Iog G)* 

Number of spores 
per ml 

6 days 

8 days 

10 days 

12 days 

1 

4 X 1.824 

108,800,000 

69.2 

80.6 

84.9 

84.2 

2 

2 X 1.824 

54,400,000 

56.2 

68.8 

73.1 

88.6 

3 

1.824 

27,200,000 

46.4 

60.2 

77.1 

71.2 

4 

0.930 

13,600,000 

43.3 

62.2 

68.4 

76.3 

5 1 

0.542 

6,800,000 

44.8 

64.9 

57.0 

62.8 

6 

0.274 

3,400,000 

31.8 

56.2 

58.6 

69.6 


* Evelyn photometer, 420 mp. filter. 


FermmtoMm in Shallow Pam 

Plant fermentation conditions were simulated by the employment of shallow 
aluminum pans (36 x 25.5 x 7.5 cm) containing 5 liters of medium to give a 5-em 
depth. The compoate results of a number of experiments conducted in these 
pans are given in table 6. In aU cases the fermentation period was 10 days. 
The yields in general appeared to be fdrly uniform. In one instance, unusually 
high yiel(k of citric acid, as well as a high proportion of citric acid to total acidity, 
were obtained; however, these results were not consistent and pointed to uncon¬ 
trolled factors. Yields of approximately 45 to 60 per cent citric acid were ob¬ 
tained consistently on a 5-cm depth of beet molasses medium with a moderately 
Mgh concentration of sugar in the substrate. When, hi^ yields were obtained 
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in pans with’strain 72 on beet molasses medium, large amounts of a crystalline 
material were deposited. Chemical analysis indicated this material to be potas¬ 
sium tetraoxalate, KH 3 (€ 204 ) 2 . 2 H 2 O. Adequate dilution and heating of the 
fermented liquor containing these crystals was necessary before sampling for 
analyses. 


TABLE 6 

Fermentation in shallow aluminum pam 


EXP. 

NO. 

PAN NO. 

STJLAIW NO. 

PEECENTAGE SUGAE 
INMEOrUlI 

PEECENTTAGE 

|loss in 

VOLOTCE^ 

10 DAYS 

■ PESCENTAOK TflEIJDS, 10 PAYS 

Before 

fermen¬ 

tation 

After 

fermen¬ 

tation 

Total 

acidity 

Citric 

acid 

Osalic 

acid 

Citric acid; 
toM 
acidity 

1 

1 

62 

15.0 

' 4.8 

24 

40.8 

30.6 

9.3 

76.8 


2 

72 

15.0 

2.9 

22 

94.6 

65.2 

1 26.4 

71.3 


3 

72 

15.0 

2.3 

32 

; 103.1 

72.0 

27.9 

72.0 

2 

1 

72 

14.8 


1 

50 

91.6 

i 45.7 

41.2 

52.6 


2 

72 

14.8 


44 

92.8 

; 47.3 

40.9 

53.6 

3 

1 

1 

72 

14.3 

2.7 

30 

89.6 

43.8 

41.3 

51.3 


2 

72 

14.3 

2.1 


93.9 

46.8 

42.5 

52.4 

4 

1 

72 

15.0 ! 

1.5 ' 

43 

94.2 

45.6 

43.3 * 

51.3 


2 

72 

15.0 1 

1.6 

42 

95.6 

47.4 ! 

43.1 

52.4 

i 

5 ; 

1 

72 

13.6 

1.2 

49 

m.2 * 

50.0 

45.3 

52.4 



72 

13.6 

4.6 


31,6 

20.7 

9.8 

67.8 

6 

1 

72 

18.0 


34 

95,3 

49.8 

40.8 

54.9 


* Myceliuin heavily sporulated. 
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ADDENDUM 

Since this manuscript was submitted, it has been brought to our attention 
that a similar process for the production of citric acid from beet molasses 
was in use in Germany during the war. A detailed account may be found in 
two reports by the British Intelligence Sub-Committee, 32 Bryanston Square, 
W.l, London: Chemische Fabrik Joh. A, BencMser, Manufacture 

of calcium citrate, B.I.O.S. Final Eeport No. 489; and Production of citric 
acid at the factory of Joh, A. BencMser, Ladenburg, near Heidelbei^, B.I.O.S- 
Final Report No. 220, 



564 


P. GEKHAEBT, W, BORRELL, AND I. BALDWIN 


[VOL. 52 


SUMMARY 

A study was made of beet molasses treated with potassium ferro- or ferricyanide 
for use as a substrate in mycological citric acid production. A selected strain of 
Aspergillus niger was used. Optimum conditions of precipitatioUj pH, incuba¬ 
tion temperature, and inoculum were established for one beet molasses sample, 
although samples from several other sources also gave satisfactory results with 
this method. In shallow pans, simulating conditions in industry, yields of citric 
acid of approximately 50 per cent of the available sugar (calculated as sucrose) 
were attained. 
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The preservation and storage of nonsporeforming bacteria have long been 
problems in the laboratory and in industry. Storage of liquid cultures for long 
periods of time has been found unsatisfactory with most species. Cultures dried 
under carefully controlled conditions have remained viable over long storage 
periods, but the percentage of surviving cells has usually been very low. This 
study was undertaken to determine conditions which would result in a high per¬ 
centage of survival during dehydration and storage of an organism that is easily 
killed by drying. 

A search of the literature revealed very few references to quantitative data on 
the survival of dried vegetative bacteria. The review by Rahn (1945) refers to 
some work in which quantitative data were obtained, but survivals were very 
low in most instances. 

Rogers (1914) showed that powders of high viable cell count could be produced 
by spray-drying milk cultures of lactic streptococci or by drying such cultures 
from the frozen state under vacuum. On the assumption that the milk cultures 
contained one billion cells per ml, from a calculation of Rogers’ results with 
Sireptococcm lactis, ghdng consideration to the solids content of the skimmed 
milk, it would appear that he obtained survivals approaching 100 per cent in 
several samples of powder in which viable counts of over 10 billion per gram were 
observed. Rogers’ experiments on the drying of cultures of Lactobadllus bulgari- 
cm and the legume bacteria indicated that survivals of about 10 per cent were 
obtained with these nonsporeforming rods. Rogem also found that powders 
containing up to 1.39 per cent moisture stored satisfactorily at 17 C but not at 
30 C, Higher survivals were observed in powders stored under vacuum than in 
those stored in air, oxygen, nitrogen, hydrogen, or carbon dioxide for a period of 
4 months. 

Differences in resistance to drying among various species of nonsporing bacteria 
were found by Stark and Herrington (1931). Streptococcus lactis and Streptoeoc- 
cm paradtrovorous were found to be more resistant than yeast and staphylococci, 
which were in turn more resistant than EschericMa coli and Lactobacillus addophi- 
lus. Exposure of the dried cultures to oxygen resulted in a rapid loss of viability 
in all cases. 

The work of Miller and Schad (1943) emphasizes the importance of protecting 
dried bacteria from sunlight. It was foxmd that meningococci dried on various 
surfaces were rapidly killed' by direct sunHgM, and even diffuse sunlight^passing 

^ Lieutenant (j.g.), IJSNR; 

2 Lieutenant, IJSNR. 
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first throiigli window glass and then through p 3 nrex glass caused a rapid loss of 
viability. 

A very important contribution was made by Stamp (unpublished data) y who 
found that the percentage of survival of various delicate bacteria could be greatly 
increased by adding ascorbic acid to the cell suspensions just before they were 
dried. Small drops of suspensions prepared with nutrient gelatin and ascorbic 
acid were placed on paraffined filter paper and dried in the presence of P 2 O 6 under 
vacuum. Not only were the initial survivals greatly increased, but the effect of 
ascorbic acid was even more striking after the samples had been stored for long 
periods of time. Stamp found that glutathione could not be substituted for 
ascorbic acid, and that plain gelatin would not replace nutrient gelatin. Maxi¬ 
mum survival could not be obtained with less than 10 per cent gelatin. Much 
higher survivals resulted when suspensions were dried over P2O5 than when they 
were dried from the frozen state. Stamp’s original work was done in England. 
In a few experiments performed in this laboratory, he was unable to obtain high 
survivals with Serratia marcescens, but the beneficial effect of ascorbic acid was 
clearly demonstrated. 


MATERIALS AND METHODS 

In the preliminary work, the drying method described by Stamp (unpublished) 
was used. Concentrated cell suspensions prepared by taking up the cells centri¬ 
fuged from liquid culture in small volumes of diluent composed of 0.2 per cent 
Difco gelatin, 0.725 per cent NaH 2 P 04 *H 20 ,and 0.37 per cent Na 2 HP 04 at pH 6.5 
were fortified with various materials. The final suspensions usually contained 
between 20 and 60 billion viable cells per ml. Using a calibrated capillary drop¬ 
ping pipette controlled by means of a small rubber bulb, droplets of uniform size 
were placed on paraffined filter paper. These were dried in the presence of P 2 O 5 
in evacuated desiccators placed in a cold room at 4 C. After 24 hours, the 
vacuum was released, and the dry material in the form of disks was stored at 
room temperature and atmospheric pressure in the presence of P2O5. Quantita¬ 
tive survivals were determined by comparing the number of viable cells per drop 
of suspension with the number of viable cells per dry disk. Ten drops or disks 
were used in making each count. The dilutions were prepared in a gelatin- 
phosphate diluent of the composition given above, and standard plating tech¬ 
niques were used in determining counts. The agar medium was composed of 1,0 
per cent Difco tryptone, 0.5 per cent Difco yeast extract, 0.5 per cent glucose, 
and 1.5 per cent agar. The plates were incubated at 34 C for 18 to 24 hours. 

The second method studied was that of freeze-diying, or lyophilization as it 
will be referred to in this paper. The apparatus employed in this phase of the 
work ivas of conventional design, consisting of a condensing chamber cooled with 
dry ice and alcohol. Two manifolds, bearing ten outlets each, were connected 
to the condenser. Short pieces of rubber pressure tubing were used to connect 
the ma^old outlets and the necks of the ampules containing the material to be 
lyophili?ed. 

Eortafi^ ceE ^ispenrions containing betw^n 1 (M) and 150 billion ceMs per ml 
were ca^uEy measured into gla^ ampules. In most instances 1-ml samples 
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were placed in lO-ml ampules. Wlien larger samples of powder were required for 
moisture determinations, larger ampules containing greater volumes of suspension 
were used. The suspension was shell-frozen by inserting the neck of the ampule 
in the chuck of an electric stirring motor and spinning it at high speed while the 
ampule was immersed in a dry ice, alcohol bath at —50 to —60 C. When the 
suspension was completely frozen, the ampule was immersed in an alcohol bath 
and attached to the lyophilizer. The temperature of the baths was held below 
the freezing point of the suspension during the dr 3 dng period by means of dry ice. 
A high vacuum was maintained by means of a Cenco hypervac 20 vacuum pump 
connected to the condensing chamber by means of rubber pressure tubing. WTien 
all traces of ice had disappeared from the samples, the cold baths were removed 
and the vacuum was maintained for an hour with the ampules at room tempera¬ 
ture. The ampules w^ere sealed with a hand torch. In most instances, they were 
sealed under a vacuum of 2 to 5 microns Hg, but in a few cases they were allowed 
to fill with nitrogen before they were sealed. Ail samples were stored at room 
temperature in a dark place. The percentage of survivals was determined by 
comparing the count on the dry material in a given ampule with the count on an 
equivalent volume of the original cell suspension. Eeplicate ampules were pre¬ 
pared with each cell suspension tested in order that survivals could be determined 
at intervals during the storage period. Preliminary trials showed that good 
agreement could be expected among replicates. 

Serratia marcescens was selected as the test organism because it is nonpatho- 
genic, easily cultured, and yet very sensitive to dehydration. The culture em¬ 
ployed was maintained on agar slopes of the composition given for the plating 
agar. It was transferred regularly and incubated at room temperature. The 
typical red pigment was produced under these conditions. 

EXPERIMENTAL 

The effect of nutrition on the resistance of the cells to drying was not studied in 
detail. A liquid medium composed of 1.0 per cent Difco tryptone, 0.5 per cent 
Difco yeast extract, 0.1 per cent glucose, 0.2 per cent ]Sra 2 HP 04 , and 0.1 percent 
NaH2P04 at pH 6.8 to 7.0 was found to be satisfactory. Aeration proved to be 
a very important factor in the production of resistant cells in this medium. When 
aerated by agitating vigorously on a shaking machine, liquid cultures of this 
organism yielded cells wrhich w-ere far more resistant to drjdng than cells produced 
without aeration. It was also found that cultures aerated at 30 to 34 C for a 
period of 18 to 24 hours were more resistant than cultures incubated for shorter 
or longer periods. Thus all cell suspensions used in this wmrk were prepared by 
centrifuging the cells from 18- to 24-hour cultures aerated by shaking 1-liter 
volumes of the medium in 6-liter Erlenmeyer flasks. 

With the drying method described by Stamp and l-ascorbic acid obtained from 
Merck and Company, a number of preliminary trials were made m which it was 
found that 0.5 per cent ascorbic acid was the optimum level. It wm also found 
that when the fortified ceU suspensions were adjusted to final pH values between 
6 and 7 with n NaOH prior to drying, maximum survivals resulted. 

Stamp’s inability to demonstrate survivals of jS. mareeseem comparable to 
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those wMch lie had observed in England was believed to be due to differences in 
the nutrient gelatin used. To determine whether the difference was due to the 
gelatin^ numerous trials were made to compare a number of gelatin samples. In 
concentrations var^dng from 1 to 10 per cent, no differences could be detected 
among the samples. Furthermore, it was found that gelatin could be replaced 
with good grades of white dextrin or of pectin without affecting the survival rate. 

Attention was next directed to the effect of various nutrient materials on the 
survival rate. These materials were added to cell suspensions containing ascor¬ 
bic acid and gelatin or dextrin. Of the various products tested, marmite (a 
yeast product manufactured in Great Britain) gave the greatest protection to the 
cells during and following the drying process. It was found that with this 
method of drying, the use of marmite made it possible to eliminate gelatin or 
dextrin because marmite contained colloidal materials in addition to other factors 
necessary for maximum survival. The results presented in table 1 show the 
individual and combined effects of ascorbic acid and marmite on survival. 


TABLE 1 


Effect of ascorbic acid and marmite on the survival of dry Serratia marcescens 


SVRVTVAL (%) OF DEIED S. MARCESCENS AFTER 


FINAl CONC. OF ADDED MATEil2.\L 



10 days 

1 mo. 

5 mo. 

Control. 

<0.1 

_ 

_ 

1.0%' Marmite. i 

0.3 


1 — 

0.5% Ascorbic acid... 

0,5% Ascorbic acid 4- 1.0% 

36.2 

19.9 

19.8 

marmite... 

46.0 

55.4 

1 46.7 


Througtout this work, fortifying materials were added as concentrated solutions 
calculated to give the desired final percentage of concentrations on a weight per 
unit volume basis. The volume of concentrated cell suspension used in preparing 
the samples was constant. When necessary, distilled water was added to adjust 
the final volume of the samples. 

In table 2, the effect of increasing marmite concentration in the presence of 0.5 
per cent ascorbic acid is shown. It should be re-emphasized that all disk samples 
were stored in air over PsOs at room temperature. 

Attention was next given to drying cell suspenMons from the frozen state. 
Preliminary trials showed that, as with the disk method, very poor survival re¬ 
sulted when unfortified suspensions were dried. Counts made immediately after 
drying indicated that survivals of more than 5 per cent were never obtained, and 
in most instances less than 1 per cent of the cells survived. The protective effect 
of ascorbic acid and marmite was marked, but it was found that 0.5 per cent 
ascorbic acid was not optimum for maximum, survival. This was probably due 
to the fact that more concentrated cell suspensions were employed than with the 
disk prwedure. The effect of increasing ascorbic acid concentration in samples 
contaimng 2 per cent dextrin and 2 per cent marmite before drying is shown in 
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table 3. The lyophilized samples were sealed iinder vacuum and stored at room, 
temperature. 

The excessive amount of ascorbic acid required to obtain high sur'\dvalsj to¬ 
gether with the marmite (a very hygroscopic material when dried), made lyo- 
philization difficult. Two steps were taken -■which helped overcome tMs difficulty. 
Ascorbic acid was partially replaced with thiourea, and marmite was entirely 
replaced with inorganic ammonium salts. 

In attempting to learn how ascorbic acid functions in protecting the cells ‘when 
dehydrated, a number of reducing compounds and antioxidants were tried as 
substitutes for the vitamin. Of these, only two offered any degree of protection. 

TABLE 2 


Effect of marmite concentration on the survival of dry Serraiia marcescens 


MARMITE CONC. 

SURVIVAL (%) OP DREED S. MARCESCENS ATPER 

15 days 

1 mo. 

3 mo. 

% 




0 

61 

36 

46 

1 

62 

67 

61 

2 

77 

70 

81 

4 

87 

86 

78 

10 

82 

80 

82 


TABLE 3 


Effect of ascorbic acid concentration on the survival of lyophilized Serraiia marcescens 


SXmVlVAL (%) OP LYOPHILIZED S. MAECESCENS APTES 


ASCOSBIC ACID CONC. 



1 day 

1 mo. 

2 mo. 

3 mo. 

% 

0,00 

12 

3 



0.25 i 

21 

— 

20 

18 

0.50 i 

39 

28 

32 

22 

1.00 

61 

53 

49 

— 

2.00 

74 

81 

63 I 

68 


Cysteine protected the cells as well as ascorbic acid, and thiourea, a cheap com¬ 
pound, offered considerable protection during the dr 3 ring process but failed to 
maintain a high level of viability during storage. The latter compound ha^ been 
shown by Kawereau and Fearon (1944) to be very effective in protecting vitamin 
C against oxidation by cupric ions. This suggested the possibility of increasing 
the effectiveness of ascorbic acid by adding thiourea to the cell suspensions. The 
effect of thiourea on the ascorbic acid level required to protect the lyophilized 
cells can be seen by comparing tables 3 and 4. The data shown in table 4 were 
obtained by lyophilizing suspensions containing 0.5 per cent thiourea, 2.0 per cent 
dextrin, and inorganic ammonium salts in addition to the indicated ascorbic acid 
levels. The substitution of ammonium salts for marmite wiU be discussed subse¬ 
quently, These samples were easily lyophilized to yield a porous dry material. 
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The substitutioa of ammonium salts for marmite was the result of a study of the 
protective properties of the yeast product. A comparison of marmite and Difco 
yeast extract showed that the extract was completely lacking in the protective 
factor. It was then decided to attempt a fractionation of the marmite. With 
a continuous dialysis system similar to that described by Hanke and Koessler 
(1926), it was possible to remove all of the protective fraction by continuously 
dialysing a 20 per cent marmite solution at pH 5.6 against distilled water. It was 
found that the protective fraction was present in the dialyzate. Continuous 

TABLE 4 

Effect of thiourea on concentration of ascorbic acid required to protect lyopMUzed 

Serratia marcescens 


VTABILITY or LYOBHILIZED S. MAYCESCENS AFTER 


ASCORBIC ACID 
CONC. 

1 day j 

1 15 days 

1 2 mo. 


Count 
{X lOia/g) 

Survival (%) 

Count 
(X lOW/g) 

Survival (%) 

Count 
(X IdVg) 

Survival (%) 

% 

0.000 

1.6 

76 

0.8 

38 

1 

<0.1 

0.125 

1,3 

75 

1.0 

i 60 

1.2 

70 

0.250 

1.3 

82 

1 1.0 

I 65 

1.1 

67 

0.500 

1.9 

100 

1 1.2 

72 

1.5 

89 

1.000 

1.6 

93 

1.4 

79 

1.3 

72 


TABLE 5 


Effect of ammonium chloride concentration on the survival of lyophilized Serratia marcescens 


NH 4 CI CONC, 

SXmVlVAI. (%) OF LYOPHILIZED S. MARCESCENS AFXBR 

1 mo. 

2 mo. 

% 



0.00 

17 

15 

0.10 

64 

47 

0.25 

86 

83 

QM 

95 

86 

0.75 

100 

86 

1.00 

93 

89 

2.00 

62 

' 63 


e^raction of the dialyzate at pH 4.5 with ethyl ether for a period of 24 hours 

failed to remove the protective factor. Powdered marmite extracted with ethyl 
alcohol and n-butyl alcohol still retained most of its protective action. The evi¬ 
dence, although not complete, suggested that inorganic salts were responsible for 
tile observed protection. Since it had been noticed that considerable 
was evolved from the dialyzate when it was adjusted to pH 9.0 with NaOH, the 
presence of inor^e ammonium salte was suspected. CeU suspensions were 
tiien prepared witii 0.5 pet cent NH^Cl, 0.6 per cent (NHOm, ascorbic acid, 
and dextrin. When lyophilized, these samples showed much higher survivals 
tiarife controls yrh^ It was then found that NHiClalone 
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was more satisfactory than its mixture with the sulfate. To determine the opti¬ 
mum concentration of NH 4 CI, increasing amounts of the salt w’ere added to cell 
suspensions fortified with 0.5 per cent ascorbic acid, 0.5 per cent ihiourea, and 
LO per cent dextrin. Survival results on the lyophilisted samples stored under 
vacuum at room temperature are presented in table 5 . 

Although no extensive study of the effect of other inorganic salts was made, a 
protective action was demonstrated with NaCl. However, the degree of protec¬ 
tion found with the optimum concentration of NaCl was not so great as that with 
NH 4 CL 

At this point, it was known that high survivals and satisfactory storage could 
be attained by (hying S. marcescens suspensions containing dextrin, ascorbic acid, 
thiourea, and NH4GL The approximate optimum concentration of NH4CI had 
been determined, but the optimum thiourea-ascorbic-acid balance was not 

TABLE 6 


Effect of thiourea-ascorhic-acid balance on the percentage of survival of lyophilized Serraiia 

marcescens stored $ months 


ASCOMIC ACID CONC. 

THIODKEA CONC. (%) 

0.10 

0.25 

0.50 

1.00 

Survival (%) 

% 





0.10 

54 

77 

65 

38 

0.25 ; 

72 : 

95 

84 

68 

0.50 

82 1 

87 

100 

84 

0.75 

100 

100 

100 

80 

1.00 

97 i 

100 

100 

77 


In a few instances the survivals were slightly in excess of 100 per cent because of the 
inherent plating error. These figures have been rounded off at 100 per cent. 


known. To determine this, a series of suspensions was prepared in which four 
levels of thiourea were tested in combinations with five different concentrations 
of ascorbic acid. Zero levels were omitted in these experiments since the resulte 
at these levels had been obtained in previous tests. Each suspension contained 
2.0 per cent dextrin and 0.5 per cent ISI 1 H 4 CL The samples were lyophilized, 
sealed under vacuum, and stored at room temperature. After a period of 2 
months, the survivals were as indicated in table 6 . 

Colloidal materials alone had little beneficial effect in the drsdng of S. mor- 
cescem, yet they ■were essential for maximum survival with ascorbic acid, thiourea, 
and NH4CL Dextrin was preferred to gelatia because of its lower viscosity and 
easy reconstitution after drying. 

In the preparation of stable, dried bacteria, three general considerations are 
involved. First, it is essential that the cells be produced under conditions that 
give maximum resistance to dehydration. Second, a suspending medium must 
be developed which will protect the organisms during and following the dehydra¬ 
tion process. Although this phase of the problem was the most critical, the 
third consideration, storage conditions, was found to be important. 
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Since it is known that bacteria are killed by certain radiations, samples were 
stored in the dark. The effect of storage temperature was not studied. All 
samples w^le stored at room temperature, and satisfactory survivals have been 
observed for the reported storage periods. Lower storage temperatures would 
undoubtedly result in higher survivals after long periods of time. The effect of 
the temperature to which the lyophilized samples were exposed after all ice 
crystals had disappeared and before the ampules were sealed was determined. 
In this experiment, the samples *were lyophilized until all visible ice crystals had 
disappeared. Then while the ampules were still under a high vacuum, a set of 
five was heated in water at 40 C for 2 hours, a second set was heated at 50 C for 2 
hours, and a third set at 70 G for 2 hours. The controls were under vacuum at 

TABLE 7 


Effect of finishing temperature and moisture content on the survival of lyophilized Serratia 
marcescens held under an atmosphere of nitrogen 


lENISHlNG TEMP. 

MOISTURE 

SUEVIVAl {%) OP LYOPHIIJ2EP S. MARCESCENS AFTER 

1 day 

14 days 

42 days 


% 




2SC 

2.10 

91 

82 

57 

40 C 

1.52 

83 

71 

43 

60 C 

1.09 

74 

75 

42 

70 C 

0.42 

67 

65 

31 


TABLE 8 

Viability of lyophilized Serratia marcescens stored in air, nitrogen, and vacuum 


STORED IN 

SURVIVAL (%) OF LYOPHILIZED 

S. MARCESCENS AFTER 49 DAYS 

Air. 

9 

Vacrami. 

99 

Untreated nitrogen. 

28 

Treated nitrogen.. 

26 



room temperature for 6 hours. Each of the other three sets of samples was at 
room temperature for 4 hours in addition to the 2-hour heating period. The 
moisture content was then determined on the basis of the weight lost by the sam¬ 
ples when heated to 80 C for 6 hours in a vacuum of 29 inches of Hg. Survivals 
of the samples sealed and stored under an atmosphere of nitrogen are shown in 
table 7. 

The deleterious effect of oxygen on dried bacteria has been observed by several 
workers. It was also observed in the present study. Although material dried 
in the form of disks stored very well in air, lyophilized samples showed a rapid loss 
of viability. This difference is believed to be due to the relatively small surface 
area exposed in iiie case of the disks as compared to the exposed surface in the 
porous lyophilized material. In most cases the lyophilized samples were sealed 
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under vacuum. In a few instances, samples were sealed under an atmospliere 
of ordinary tank nitrogen. Storage results on those samples were always poor. 
It was then recalled that Rogers (1914) had found that dried lactic streptococci 
stored much better under vacuum than under nitrogen. It was difficult to under¬ 
stand why this should be true unless the nitrogen was contaminated with other 
gases. Consequently, an experiment was performed in which replicate samples 
of a lyopliilized S. marcescens suspension were stored under different conditions. 
One lot of these samples was sealed under a high vacuum, the second lot was 
sealed under an atmosphere of air, the third under an atmosphere of tank nitro¬ 
gen, and the fourth under an atmosphere of “purified” nitrogen. The “purifica¬ 
tion” was carried out by passing the nitrogen through pyrogallol, saturated 
Ba( 0 H )2 solution, and anhydrous CaS 04 (dririte) to remove oxygen, carbon 
dioxide, and moisture before the nitrogen entered the ampules. The storage data 
are presented in table 8 . 

These results show the deleterious effect of nitrogen on the dried cells. Time 
did not permit further investigation of this problem. 

' SXJAIMABY 

To obtain maximum survival of Serratia marcesceiis during dehydration and 
storage, the following conditions proved most satisfactory: 

The cells were harvested at the end of the logarithmic growth phase from an 
aerated culture (18 to 24 hours at 30 to 34 C). The cell concentrate was then 
mixed with a solution containing ascorbic acid, thiourea, NH 4 CI, and dextrin at 
pH 6 to 7. The optimum concentrations of these constituents were approxi¬ 
mately 0.5, 0.5, 0.5, and 2.0 per cent, respectively, when dehydration was 
accomplished by lyophilization. 

The viability of lyophilized material was lost rapidly when the material was 
stored in air or nitrogen. A high percentage of survival was maintained, how¬ 
ever, when samples were stored in a high vacuum. 

Survivals of 100 per cent and counts ranging up to 5 X 10 ^^ per gram of dried 
material were obtained under optimum conditions of drying and storage. 
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We have reported (Strandskov and Wyss, 1945) that thiouracil and thiothy- 
mine inhibit bacterial growth and metabolism and that the inhibition is reversed 
by the corresponding metabolite analogue. This effect of thiouracil on Escher¬ 
ichia coli has also been observed by Roepke and Jones (cited by Roblin, 1946). 
Hitchens, Falco, and Sherwood (1945) failed to observe inhibition of Lactohacillus 
casei by 10 mg per cent thioth3miine when tested in the presence of 0.1 mg per 
cent thymine. The experiments reported here show the quantitative aspects of 
the inhibitions and indicate their usefulness as methods of assay for small quanti¬ 
ties of pyrimidines. 


METHODS 

The casein hydroly25ate medium of Landy and Dickens (1942) was used for 
growing L. casei. E. coli was grown on a simple mineral salts asparagine glucose 
medium. The L. casei inoculum was grown in yeast extract broth, separated by 
centrifuging, washed twice with saline, and inoculated into the test medium so 
that the initial count was 100,000 cells per ml. Acid production was measured 
by titration after 72 hours^ incubation at 37 C. The E. coli inoculum was grown 
in the simple medium, washed twice, and inoculated at a level of 1,000 organisms 
per ml. The extent of growth was measured by 24-hour turbidity readings. 

Uracil and yeast nucleic acid were obtained from Eastman. Thiouracil (24hio 
6-oxy pyrimidine), thiothymine (2-thio 5-methyl 6-oxy pyrimidine), and the 
4-methyl thiouracil (2-thio 4-methyl 6-oxy p 3 aiinidine) were prepared by R. R. 
Joiner of the Chemical Research Division of Wallace and Tiernan Products. 
These compounds were dissolved in sterile water and sterilized by minimal heat¬ 
ing immediately before use. The folic acid was supplied by a liver concentrate of 
vitamin Be obtained from Parke, Davis and Co. 

RESULTS 

Under the conditions stated E. coli made no measurable turbidity in 24 hours 
in the presence of 25 mg per cent thiouracil. The addition of uracil at a metabo¬ 
lite to inhibitor ratio of 1:100 permitted growth equal to the control, but no 
growth occurred in 24 hours at a ratio of 1:500 (table 1). After 48 houm' incuba¬ 
tion, however, growth was observed even in the tube contaimng 50 mg per cent 
thiouracil. Filtrates from such cultures were found to retain their initial in¬ 
hibitory activity, indicating that the thiouracil was not converted to an inactive 
form. Nor were the bacteria isolated from the old cultures 
resistant to thiouracil than the original culture. Continued transfer on the 
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tHouracil medium did result in resistant cultures wMch retained their resistance 
even after several transfers in a medium devoid of the inhibitor. 

TABLE 1 


The effect of uracil on the bacteriostatic action of ihiouracil on Escherichia coU 


THIOinaACIL 

TOACII. 

TUaBIMTY, 24 HI 

mi% 

m% 


0 

0 

0.2480 

10 

0 

0,2291 

25 

0 

0 

50 

0 

0 

50 

0.1 

0 

50 ! 

0.2 

0.0556 

50 

0.5 

0.2174 

60 

1.0 

0.2291 


TABLE 2 

The effect of uracil on the bmterioBtatic action of thiouracil on Lactobacillus casei 


TKOTOACIL ! 

TOACrL 

TITEAXION, 72 H», ML n/10 NaOH 

fng % 

m% 


0 

0 

10.2 

0.01 

0 

10.2 

0.1 

0 

1.3 

0.1 

o.ooi 

1.2 

0.1 

0.01 

2.0 

0.1 

0.1 

10.4 

1.0 

1 0.01 

1.3 

1.0 

0.1 

4.6 

1.0 1 

1 1.0 

8.9 


TABLE 3 
Assay for uracil 


MAXEItXAI. 

CXACIL ADDED 

TOACIl roUND 


per cent 

per cent 

Yeast micleic acid..... 

0 

6.8 

Yeast nucleic acid.. 

1.0 

7.8 

Yeast nucleic acid.i 

2.5 

9.2 

E. coli cells (dry). .. 

0 

1.5 

E. coU cells (dry) tMouracil-resistant. I 

0 

1.45 


L. casd was much more sensitive to thiouracil; even at low concentrations the 
inhibition was manifest after the 3-day incubation period. Table 2 shows that 
tiie acid production was completely inhibited at a metabolite to inhibitor ratio of 
1:100, partially suppressed at a ratio of 1 : 10 , and little affected at a ratio of 1:1. 

By determination of the metabolite to inhibitor ratio it was possible to assay 
for uracil at concentration levels below 1 fig per ml. The material to be assayed 
was autoclaved for 3 houra with 30 per cent sulfuric acid, and most of the excess 
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sulfate was removed with barium. The samples were neutralized with NaOH 
and filtered, and suitable aliquots were added to the medium containing thioura- 

TABLE 4 


The hacteriostaiic action of tkiothymine and 4-niethyUMouracil <m Laciohacillus casei 



Fig. 1. Relationship of Thymine and Vitamin Be as Indicated by Thiothymihe 

Inhibition 

cil. The results obtained from comparison with the uradl controls are reported 
in table 3. Good recovery of uracil added before hydroly^ to jmat nucleic acid 
was obtained. The thiouracil-resistant E. coU cells contained no more uracil 
than did the parent culture. One liter of Seitz filtrate from each of th^ col* 
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tures was evaporated to dr 3 naess, hydrolyzed, and tested for uracil activity, but 
the amounts present in both cases were below the sensitivity of the method, 

Thiothymine showed little or no bacteriostatic activity for E, coltj but inhibited 
growth and acid production of L, casei when thymine was supplied as a substitute 
for folic acid. Table 4 shows the inhibitory effect in the presence of 0.02 mg per 
cent of thymine. The specificity of the thymine compound is emphasized by 
the complete lack of inhibition of 4-methyl thiouracil, a compound which differs 
from thiothymine only in that it is the 4-methyl rather than the 5-methyl member 
of the series. The quantitative aspects of the relationships are shown in figure 
1. In the presence of vitamin Be thiothymine has no effect upon acid produc¬ 
tion. The standard curve for th 3 nniae, in agreement with the results of other 
workers, gives a maximum acid production considerably below that given by 
vitamin Be. Inhibition by 5 mg per cent thiothymine was completely reversed 
by 0.05 mg per cent th 3 nnine. From the curve it is evident that the action of 10 
mg per cent thioth 3 rmine will be almost completely reversed by 0.1 mg per cent 
thymine. In both cases the metabolite to inhibitor ratio is 1:100. 

DISCUSSION 

These additions to the already imposing list of inhibitory analogues of metabo¬ 
lites have, in common with most of the others reported, little chemotherapeutic 
significance. The marked physiological action of thiouracil and the low activity 
of thioth 3 miine bars them from consideration as useful antibacterial agents. 
Such studies do add new tools for the study of biological processes. The failure 
of thiothymine to inhibit L. casei in the presence of vitamin Be is strong evidence 
that thymine precedes Be in some synthetic process. The failure of thiouracil- 
resistant organisms to S3mthesize uracil or to destroy thiouracil suggests an alter¬ 
native mechanism for resistance. Such an explanation is necessary for certain 
sulfonamide-resistant strains which fail to synthesize increased amounts of 
p-aminobenzoate. If one accepts the Michaelis-Menton equations for competi¬ 
tive inhibition 

E -f- S ES E “f* P 
E + I El (inactive) 

as the explanation for this effect, it is evident that, when the destruction of in¬ 
hibitor and the increase in substrate concentration are ruled out, there remains 
only an increase in enzyme concentration which would account for the resistance 
phenomenon. Such an explanation was suggested by Yudkin (1938), whose 
theory on adaptive enzjmie formation predicts the production of enzyme by 
substances which combine with it but are not broken down, i.e,, by reversible 
iohibitors. 

SXJMMABT 

The inhibition of bacterial growth and metabolism by thiouracil is reversed by 
uradl. The competitiYe ratios are such that under certain conditions a satisfac¬ 
tory uracil assay can be accomplished. Organisms rendered ^resistant to thioura- 
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cil action contain no more uracil than the parent strain from which they were 
derived. TMoth3omne functions as a competitor for thymine but is completely 
inactive in a medium containing folic acid. 
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The production of acid when pentoses are supplied as carbon sources for mem¬ 
bers of the genus Pseudomonas has been reported by several investigators (Cher- 
nomordik, 1939; Sears and Gourley, 1928), but apparently no attempt has been 
made to identify the products. Foster (1944), studjdng manometrically the 
oxidation of d-ribose and d-arabinose by P. riboflavina, found that only about 40 
per cent of the oxygen theoretically reqtiired for the complete oxidation to carbon 
dioxide was consumed. He concluded that the remainder of the sugars was 
assimilated, there being no indication of acid accumulation. 

In almost all papers dealing with the fermentation of pentoses by bacteria, the 
configurations of the sugars studied are not indicated. It is generally assumed 
that the sugars studied were the common, naturally occurring enantiomorphs. 
Thus, except for arabinose, which most commonly occurs in the Worm, the pen¬ 
toses studied were probably of the d-series. 

The present investigations were made to determine whether there were differ¬ 
ences in the ability of various species of Psevdomoms to utilize d- and i-arabinose, 
to identify the acids produced when various pentoses are oxidized by Pseudo- 
monaSj and to obtain 3 deld data. 

MATERIALS AND METHODS 

In order to obtain data on the nature of the products of the metabolism of 
pentoses by Pseradomonas and to get yield data, 100 -ml cultures were aerated 
with 100 ml of filter-sterilized air per minute in 2S0-ml test tubes equipped with 
aerator stones which dispersed the air in fine bubbles. All cultures were incu¬ 
bated at 30 C. The com steep liquor, which was the commercial grade product 
widely used in industrial fermentation processes, contained about 50 per cent 
solids, and the mineral nutrients supplied were of cp quality. The basal nutrient 
solution used in the 100-ml cultures contained 2 g urea, 0.6 g KH 2 PO 4 , 0.25 g 
MgS 04 - 7 H 20 , and 5 ml com steep liquor per liter. Three drops of soybean oil 
were added to each culture to prevent excessive frothing. At the time of inocu¬ 
lation, sufficient sterile CaCQs was added to neutralize the pentonic acid which 
might be formed if quantitative conversion of the sugar to a pentonic acid took 
place. The CaCOs was sterilized dry. Since prehminary experiments with 
d-xylose had shown the formation of furfural m toxic concentration in culture 
media sterilized 20 minutes at 15 pounds’ steam pressure, aU culture media used 
in these experiments were sterilized by filtration through Seitz sterilizing pads, 

1 One of the laboratories of the Bureau of Agriculture and Industrial Cbemistiy, Agri¬ 
cultural Research Administration, U. S. Department of Agriculture. 
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All cultures w^ere inoculated with 6 ml of 24-hour broth cultures which contained 
0.2 per cent pentose, 0.3 per cent tryptone, and 0.3 per cent yeast extract. 

The d-arabinose used in these experiments, supplied by Dr. Ray Hann, Na¬ 
tional Institute of Health, Bethesda, Maryland, was prepared by degradation of 
gluconic acid. The ^-arabinose and d-xylose were of a pure reagent grade. The 
d-ribose, for which polarimetric examination indicated a purity of 99.7 per cent, 
was obtained through the courtesy of Dr. J. A. Aeschlimann. 

All cultures used were from the culture collection of the Fermentation Division, 
Northern Regional Research Laboratory, and the identifying numbers used here 
are those of this collection. 


TABLE 1 


The oxidation of d-arahinose hy Pseudomonas 





tZ-AEABONIC ACID 


CTJr.TTOE 

(i-AKABlNOSE* ! 

CONSUMED 

Producedt 

j Yield based on i-arabinose 



Consumed (tbeo- ’ 
ret.)t 

Supplied (weigbt)§ 

F, fragi 73. 

gicuUUTt 

4.8 

gfcidture 

1.20 

per cent 1 

22.6 1 

per cent 

25.0 

F. graveolens 14... 

2.7 

0.73 

24.6 

15.2 

F. synxantha 79. 1 

2.5 

1.20 

22.6 

25.0 

F. vemdrelli 23.| 

1.4 

0.73 

' 52.0 

15.2 


* 4.8 g (i-arabinose supplied per culture, duration 7 days, 
t Calculated from data on calcium in solution. 
i Theoretical yield: 1.107 g c?-arabonic acid per g d-arabinose. 
Grams d-arabonic acid produced 

s “ - - — --— .. .— i ———. 

Grams d-arabinose supplied 


EXPEKIMBNTAL 

The oxidation of d-arabinose was first studied. In table 1 are data for P. 
fragi 73, P. graveolens 14, P. synxantha 79, and P. vendreUi 23, which utilized a 
substantial proportion of the 4.8 grams d-arabinose supplied per 100 ml and pro¬ 
duced considerable quantities of a soluble calcium salt. This was identified as 
calcium d-arabonate by preparation of the phenyl-hydrazide of the free acid 
(mp 213) (Glattfeld, 1913). A sample, mixed with synthetic d-arabonic phenyl- 
hydrazide melted at the same temperature. Other cultures which, while 
m^g considerable growth, either failed to oxidize the d-arabinose supplied in 
this experiment or failed to produce appreciable acid were P. ovalis 8, P. schuyl- 
mienm% P. mMerdiergii 21, P.fiuorescem 6, P. putida 13, P. pavomcea 24, and 
P. n^hUica 75. The last four probably used the protein constituents of the 
m^a for growth. It is of interest that P. ovalis 8 oxidizes glucose to gluconic 
acid, and P. schuylkiUisnsis 9, P. putida 13, and P. wUdsnbsrgii 21 produce 
a-oxogluconic acid from glucose in good yields (Lockwood, Tabenkin, and Ward 
1941). ’ 

Cultures of P. fluorescem 6, P, fragi 25, P. mildenbergii 21, P. putida 13, P. 
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synxantha 79, and P. vmdrelli 23 were grown on 4.9 per cent Z-arabinose nutrient 
solution. The first four species w^ere harvested after 2 days^ aeration, but the 
last two species oxidized the Z-arabinose much less rapidly and were not harvested 
until the sixth day. At harvest, all cultures contained substantial amounts of a 
soluble calcium salt, which was in each case identified as calcium Z-arabonate by 
preparation of the brucine salt (mp 152 C); when this was mixed with synthetic 
brucine Z»arabonate, the melting point showed no depression. ISief (1907) re¬ 
ported the melting point of the brucine Z-arabonate to be 155 C. As a further 
check on the identity of the material, the Z-arabobenzimidazole derivative was 
prepared. This melted at 235 to 236 C, and vrhen it was mixed with purely 
synthetic material, the resulting mixture melted at the same point (Moore and 
Link, 1940). Examination of X-ray diffraction patterns confirmed the identity 

TABLE 2 


The oxidation of Uarahinose by Pseudomonas 



i 


/-ASABONIC ACID 

cuxrcnBE 

AGE AT 
HASVEST 

, Z-AEABINOSE 
CONSUBfflD* 


Yield based on l-arabinose 


Producedf 

Consumed t 
(tbeoret.) 

Supplied! 

(weight) 

P. fluoTBScens 6. 

days 

2 

gfcidiure 

4.9 

gfcuUurc 

1.38 

per cent 

25.4 

per cent 

28.2 

P. fragi 25. 

2 

4.9 

1.75 

32.2 

35.7 

P. mUdenbergii 21. 

2 

4.9 

1.41 

26.0 

28.8 

P. putida 13. 

2 

4.9 

2.34 

43.1 

47.8 

P. synxantha 79. 

6 

4.3 

0.86 

18.0 

17.5 

P. vendrelli 23. 

6 

4.9 

2.22 

40,9 

45.4 




Four and nine-tenths g Z-arabinose supplied per culture, 
t Calculated from data on calcium in solution, 
t Theoretical yield: 1.107 g l-arabonic acid per g Z-arabinose. 

Grains Z-arabonic acid produced 
Grams Z-arabinose supplied 

of the bemrimidazole derivatives of Z-arabonic acids of synthetic and bacterial 
origin. Yields of Z-arabonic acid are given in table 2, 

Cultures of P. flwrescens 6, P. ovalis 8, P. putida 13, P. grmeolms 14, P. 
mUdenbergii 21, and P. frctgi 25 grown on 6.7 per cent d-xylose nutrient solution 
for 6 days contained much soluble calcium salt, which was found to be calcium 
d-xylonate. The identity of the compound was established by preparation of the 
brucine salt (mp 176 C) (Nef, 1914). Yield data are presented in table 3. 

In table 4 are presented the data for experiments in which fermentations were 
conducted on 5.9 per cent d-ribose. Cultures of P. jkmmcem 6, P. fragi 25, P. 
graveolms 14, P. mepMtica 75, P. mildmbergii 21, P. moMs 8, P. pmormcm 24, 
P. putrifadem 76, P. synxaniha 79, and P. vmdrelli 23 were employed. When 
the reducing action toward Shaffer-Hartmann copper reagent (Shaffer and Hart¬ 
mann, 1921) was nil, or after 9 days, cultures were harvested. P, pmgmma 24 
consumed little d-ribose, and little CaCOa was dissolved in dither tte culture or 
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in the culture of F. mepMUca 75. d-Eibonic acid was identified as the product 
of the oxidation of d-ribose by preparation of the bensimidaaole derivative which 

TABLE 3 

The oxidation of d~xylose by Pseudomonas 





d-XYLONIC ACID 


CTDTTTOE 

C?-XyLOSE* CON¬ 
SUMED 


yield based od d-xylose 


Producedf 

Consumed J 
(theoret.) 

Supplied^ (weight) 

P, fluorescens 6 ..... 1 

g/cuUure 

5.9 

gfculgttre 

4.59 

per ce^t 

70.4 

per cent 

68.0 

P. odalis 8. 

5.9 

2.66 1 

41.2 

39.5 

P. putida 13. 1 

5.4 

4.40 

73.4 

65.3 

P. graveolens 14. i 

1 6.2 

3.78 

55.5 

56.2 

P. mildenhergii 21 . . . I 

! 6.3 

4.87 

70.1 

72.4 

P. fragi 25. j 

1 5.5 

1.89 

31.0 

28.1 


* Six and seven-tenths g d-xylose supplied per culture, duration 6 days, 
t Calculated from data on calcium in solution, 
t Theoretical yield: 1.107 g d-xylonic acid per g d-xylose. 

Grams d-xylonic acid produced 


Grams d-xylose supplied 


TABLE 4 


The oxidation of d-rihose by Pseudomonas 


CUlTtrEE 

AGE AT 
HARVEST 

i-RIBOSE CON¬ 
SUMED* 

Producedt 

d-EIBONIC ACID 

Yield based 

1 Consumed! 
j (theoret.) 

on d-ribose 

Supplied§ 

(weight) 


days 

g/culture 

g/cuUure 

[ per cent 

per cent 

P. fluorescens 6. 

5 

5.7 1 

4.1111 

i 65.8 

70,0 

P. ovalis 8. 

5 

5.7 

1.15 

1 18.3 

19.0 

P. gramoUm 14. 

3 

5.8 : 

2.3711 

! 37.0 

40.4 

P. mildenhergii 21... 

5 

5.6 

1.01 

i 18.2 

18.7 

P. vendrelU 23. 

7 

5.6 

4.561 

75.5 

77.8 

P. pamnacea 24 ... 

9 

0.4 




P. fragi 25. 

5 

5.8 

3.1211 

49.2 

54.4 

P. mephitica 75. 

9 

1.8 




P. putrifaciens 76. 

9 

3.5 

0.78 

20.2 

13.3 

P, synxantha 79. 

5 

5.8 

2.5711 

40.5 

43.9 


* Five and nine-tenths g d-ribose supplied per culture, 
t Calculated from data on calcium in solution. 
t One g d-ribose can yield 1.107 g d-ribonic acid. 
Grams d-ribonic acid produced 


§' 


Gra ms d-ribose supplied 
Benzimidazole derivatives prepared and identity established by X-ray. 


melted at 191 0 (Dimler and Link, 1943); when this was mixed with a sample of 

^tihelic material, there was no depression of the melting point. The identity 
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of the eompoiinds was further established by comparison of X-ray diffraction 
patterns. 

DISCUSSION 

Many strains among the various species of Pseudomonas are capable of oxidiz¬ 
ing pentoses to the corresponding pentonic acids. Similar oxidations have been 
known for many years anong the acetic acid bacteria. Bertrand (ISdSa, lS9Sh) 
demonstrated the production of xylonic acid from xylose and arabonic acid from 
arabinose by the sorbose bacterium (Acetobacter xylinum). Further similaiities 
between bacteria of the genera Acetobacter and Pseudomonas lie in the facts that 
glucose is oxidized to gluconic acid by many species of both generaj and that 
gluconic acid is further oxidized by bacteria of each genus to 2-oxogluconic acid 
although, among the acetic acid bacteria, 2-oxogluconic acid is accompanied by 
the 5-oxoglucomc acid, -which is generally the major metabolic product (Lock- 
wood, Tabenkin, and Ward, 1941; Prescott and Dunn, 1940). Further study of 
the oxidative capacity of bacteria of the genus Pseudomonas will doubtless reveal 
as interesting and valuable a series of biochemical conversions as are now known 
among bacteria of the genus Acetobacter, 

It is noteworthy that cultures of F. fragi, F. synxantha, and F. vendreUi oxi¬ 
dized both the d- and Z-enantiomorphs of arabinose. 

No effort has been made to find the conditions under which the maximal yields 
of pentonic acids may be obtained. It is probable, however, that bacteria! 
oxidation with Pseudomonas may prove a convenient method for the preparation 
of these acids from the corresponding sugars. 
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SUMMAKY 

Pseudomonas fragi, P. graveolenSj F. synwantha^ and F. mndreUi oxidized 
d-arabinose to d-arabonic acid when grown in aerated com steep liquor solutions 
in the presence of CaCOs. 

Psmdonumasflimescens, P,fragi, F. mildenbergii, F. puMda, F. synxaniha, and 
F. vendrelli oxidized Z-arabinose to Z-arabonic acid when grown in aerated com 
steep liquor solutions in the presence of CaCOs. 

Pseudomonas fluorescem, F. fragi^ F. graveohnSy F, miUenbergiif F, ovaliSy and 
F. putida oxidized d-xylose to d-xylordc acid when grown in aerated com steep 
liquor solutions in the presence of CaCOs. 

Pseudomonas fluorescensy P,fragiy F. graueolenSy F, mildenbergiiy F. ovoMs, P. 
putrifaciensy F. synxanthay and F. vendreUi oxidized d-ribose to d-ribonic acid 
when grown in aerated corn steep liquor solutions in the presence of CaCOs. 
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It has been repeatedly demonstrated that some plant juices contain antibacte¬ 
rial and antifungal substances (Irving, Fontaine, and Doolittle, 1945; Osborn, 
1943; Lucas and Lewis, 1944; Sanders, Weatherwax, and AleClung, 1945; Hiid- 
dleson, DuFrain, Barrens, and Giefel, 1944; Cavallito, Bailey, and Kirehner, 
1945; Pederson and Fisher, 1944). Alany of these studies have been directed 
toward uncovering compounds active against human pathogenic organisms. Re¬ 
cently, however, Irving, Fontaine, and Doolittle (1945) announced the discovery 
of a substance in the juice of the tomato that strongly inhibited the growth of 
Ftisarium oxysponim f. lycopersici, the organism causing Fusarimn wilt of toma¬ 
toes. This substance \vas named “lycopersicin,’’ which was later changed to 
^‘tomatin.” These investigators pointed out that the resistance of some plant 
varieties to phytopathogens might conceivablj" be related to the presence of more 
or less specific antibiotic substances in the juices of these plants. 

The work in these laboratories was undertaken with a view to testing the 
validity of this postulate, and accordingly seeds of resistant and nonresistant 
varieties of common garden plants were secured. From these seeds plants were 
grown in the greenhouse, and juice wns expressed from the leaves and stems by 
means of a screw press. The juices w^ere centrifuged, and the supernatants were 
immediately sterilized by passage through a Seitz filter and stored in the refriger¬ 
ator in sterile bottles. Approximately 75 ml of juice wnre sterilized in this man¬ 
ner, and the first filtrate to come through was not discarded, as is often done. 
The juices were tested within a few* days against various phytopathogens, using 
the cylinder plate method described by Irving, Fontaine, and Doolittle (1945). 
The four pathogenic fusaria w^ere grown on plates containing Czapek glucose 
agar, as suggested by these wmrkers. The phytopathogenic bacteria were grown 
on Difco nutrient agar and the tests rim in the same manner. These crude undi¬ 
luted extracts w’ere also assayed against Staphylococctis aiireiiSy Eberthella typfiosa, 
Salmonella paratyphi^ and Escherichia coU, No attempt wns made to make any 
of the assays quantitative. The test plates w''ere prepared as follows: (1) A 24- 
hour culture of the various fusaria in ‘‘hormone’’ beef infusion broth containing 
2 per cent glucose wns shaken ivith glass beads to break up the mycelium; 1-mI 
portions of these suspensions w^^ere pipetted into sterile petri plates, and 10 ml of 
a modified Czapek glucose agar (Irving, Fontaine, and Doolittle, 1945) were 
added. (2) The plant and animal pathogenic bacteria were grown for 24 horns 
in nutrient broth (Difco), and 1-ml portions of these suspensions were plated in 
1.5 per cent nutrient agar (Difco). Penicylinders were affixed to the surface of 
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TABLl-: 1 

of plan/ juim on human haclrrial palhogen^ 





HUMAN PA'l'HOOKNls 


PLANT 

DESC& irTIf)N 

Staphylo¬ 

coccus 

aureus 
FDA 200 

Ehcrthella 
i vphosa 
FDA 
Hopkins 

Salmonella 
paratyphi A 

Escherichia 

roll 

Bean, Great Northern 

Resistant to halo blight 
caused by Plnjlojnonas 
medicagims var. pha~ 
seal icola 

0 

0 

10 

-f 

Bean, Hidatsa Red 

Resistant to halo blight 
caused by Phytomonas 
medicaginis var. pha- 
seolicola 

0 

15 

10 

+ 

Bean, White Kidney 

Susceptible to halo 
blight 

0 

15 

8 

"f 

Corn, Iowa Inhred, 4473 

Resistant to bacterial 
wilt caused by Bacil¬ 
lus sfeivartii 

7 

0 

0 


Corn, Iowa Inbred, 452S 

Resistant to bacterial 
wilt caused by Bacil¬ 
lus stewartii 

7 

25 

15 

20 

Corn, Iowa Inbred G.B. 
134 

Susceptible to bacterial 
wilt 

0 

20 

22 

20 

Corn, Iowa Inbred G.B. 
797 

Suscept ible to bacterial 
wilt 

— 

— 

22 

— 

Cabbage, Wisconsin 
Jersey Queen 

Resistant to cabbage 
yellows camsed by F. 
oxysporiim f. con- 
gl utinans 

0 

10 

0 


Cabbage, Wisconsin All 
Head 

Resistant to cabbage 
yellows caused by F . 
oxysporiim f. con- 
gl utinans 

0 

0 

0 


Cabbage, Penn State 1 
Ballhead 

Susceptible to cabbage 
yellows 

0 

0 

0 

— 

Ca!>bage, Danish Red 

Susceptible to cabbage 
yellows 


0 

0 

+ 

I^Iustard, Wild 


1 0 

0 

, 0 

0 

Cucumber, Ohio 31 

Resistant to bacterial 
wilt caused by Er- 
xvinia tracheiphila 

0 

0 

i 0 

[ 


Cucumber (Hybrid) 

W~4 Seif 

Resistant to bacterial 
wilt caused by Er- 
winia tracheiphila 

0 

0 

0 


Cucumber,Tokyo Long 
Green 

Susceptible to bacterial 
wilt 

0 

0 

0 ' 

— 

Tomato, 'Pan-American 

Resistant to fusarium 
wilt caused by Fn- 
sarium oxysporum f. 
ly coper sici 

0 

0 

0 
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TABLE 1 —Concluded 





HUMAN PATHOGENS 


PLANT 

DESCSDETION 

Sia-pkylO’ 
coccus 
aureus 
FDA 209 

EberiheUa 

iyphosa 

FDA 

Hojskiiis 

Sdm&mlla 
paratyphi A 

Escheridtia 

coU 

Tomato, Break O’Day 

Resistant to fusarium 
wilt caused by Fu~ 
i sarium oxysporum f. 
lycopereici 

0 

0 

' ' 15 

mmm 

Tomato, Bonny Best 

Susceptible to fusarium 
wilt 

8 

0 

0 


Cauliflower W. S. 300 

Resistant to black rot 
caused by Phyio- 
monas campestris 

0 

10 : 

0 

0 

Cauliflower, Improved 
Holland Erfurt 

Susceptible to black rot i 

0 

10 

0 

0 


+ = growth stimulation. 

0 == no inhibition. 

— “ no assay. 

Numerals indicate size of inhibition zone in millimeters. 


these plates immediately after hardening of the agar, and filled with the juices to 
be tested. Pre limina ry incubation, for a period of 18 hours, of the plates con¬ 
taining the four species of fusaria was necessary before placing and filling the 
penicylinders, but was not necessary in the case of the plates containing the bac¬ 
terial species. The plates containing bacteria parasitic for plants were incubated 
at room temperature (18 to 25 C), and those containing zoopathogens were 
incubated at 37 C. The juices were adjusted to the optimum pH before use. 
The diameters of the inhibition zones were measured and recorded in millimeters. 

In some instances there was no visible zone, but removal of the penicylinder 
revealed a clear area. When this occurred, the zone was listed as 7 mm. 

The results obtained when these juices were tested against some human bac¬ 
terial pathogens are shown in table 1. 

The same juices were all teted against seven phytopathogenic bacteria, P%- 
tommas Tmdicaginis var. phaseolicolaj Badllm siewartii, AcUnomyces scoMes^ 
Etwinia amylmora, Erwinia carotovora, Phytomonas campesiris, and Phyfmnmm 
mlanacearum, with the following results: The juices of all three bean varieties 
were stimulatory to both E, carotovora and E, amylovora* Com, Iowa Inbred 
no. 4528 (P. stmartii —18 mm; E. carotovora —10 mm); cabbage, Wisconsin 
Jersey Queen (P. campestns —^8 mm); wild mustard (P. campcatris —10 mm); 
cucumber, Ohio 31 (P. caroiomra —10 mm). Juices of the three tomato varieties 
were all inactive against these oganisms. 

When the same juices were used against four ph 3 rtopatho^nic fusaria, the 
following positive results were obtained: Com, Iowa Inbred no. 4473 (P. oxyspa-* 
rum f. niveuniy Snyder & Hansen —7 mm; F. oocysporum L mefemis, Snyder & 
Hansen—7 mm); com, Iowa Inbred no. 4528 (F. oxysporum t mehms—7 ^mm).; 
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cabbagej Penn State Ballhead (F, oxyspoTum f. conglutinans^ Snyder & Hansen— 
+) J tomatOj Pan-American (F. oxyspovum f. conglutiudus 16 miiij* F, oxysporuvt 
f. lycopersiciy Snyder & Hansen—7 mm; F. oxysporum f. niveum h)j tomato^ 
Break O’Day (F. oxyspovuM f. cofiglutitians — 7 mm; F . oxyspoTUM f» lycopeTsici~ 
7 mm; F, oxysporum f. niveum —hj F, oxysporum f. melonis 7 mm); tomatOj 
Bonny Best (F. oxysporum f. conglutinans —16 mm; F. oxysporum f. niveum —h); 
cauliflower, W. S. 300 (F. oxysporum f. conglutinans —h). All other juices were 
inactive. 

Although some antibiotic substances have been shown to be active against 
plant pathogenic organisms (Brown and Boyle, 1945; Waksman, Bugie, and 
Reilly, 1944), it appears that, such compounds are not widespread in the juices 
of common garden plants. Of the plants tested, only com, cucumber, wild 
mustard, and cabbage demonstrated any activity against the bacterial phyto¬ 
pathogens, 'whereas the juice of corn and tomatoes was detrimental to the growth 
of the plant pathogenic fusaria. A rather pronounced variation in susceptibility 
of the four fusaria to these juices is demonstrated. Also, it is interesting that 
although the different tomato varieties yield juices more active against the 
fusaria than do the com varieties, the latter are inhibitory to the bacterial phyto¬ 
pathogens which are completely resistant to the action of the tomato plant 
juices. 

The data indicate that these juices are much more active against anima-1 
pathogens than against those causing diseases of plants. Also, the inhibition 
seems to be more pronounced in the case of the three gram-negative organisms 
than against the gram-positive organism, Staphylococcus aureus. Beans, corn, 
cabbage, cauliflower, and tomatoes are active, with the juice of com being the 
most generally effective. 

The many cases of growth stimulation may be due to specific stimulatory sub¬ 
stances, or they may perhaps be examples of border-line inhibition. Further 
concentration and purification of these juices should 3 deld information on this 
point. 

It is obvious that no clear distinction may be drawn between the activities of 
the juices of resistant and nonresistant varieties, except perhaps in the case of 
the action of com juices against the bacterial phytopathogens. However, the 
fact that these differences have not been demonstrated does not mean that they 
are nonexistent. Indeed, it is probable that in at least some of the cases our 
methods were not accurate enough to be useful in bringing out differences which 
are probably quantitative, rather than qualitative, in nature. 

Work is continuing at this laboratory on the purification and characterization 
of the most promising of these factors. 

The authors wish to thank the following for their valuable suggestions and 
donations of seed: H. M. Hunger, New York State College of Agriculture; 
E. W. Lindstrom, Iowa State College of Agriculture; Associated Seed Growers, 
Incorporated; L. L. Olds Seed Company; Orson S. Cannon, H. J. Heinz Com¬ 
pany; Dved Shifriss, W. Atlee^ Burpee' Company; R. H. WHte-Stevens, Long 
Island Vegetable Research Farm. 



1946] 


ANTIBIOTIC ACTIYITT OF CEUDE PLANT JUICES 


591 


REFERENCES 

Beown, J. G.j and Boyle, A. M. 1945 Application of peniciiiia to crown galL Phyto- 
pathology, 35, 521-524. 

Cavallito, C. J., Bailey, J. H., and Kibchner, F. K. 1945 The antibacterial principle 
of Afcihm minus. J. Am. Chem. Soc., 67, 94S-950. 

Huddleson, I. F., DuFrain, J., Baeeons, M. S., and Giefbl, M. 1944 Antibacterial 
substances in plants. J. Am. Vet. Med. Assoc., 105, 394-397. 

Ieting, G. W., Je., Fontaine, T. D., and Doolittle, S. P. 1945 Lycopersicin, a fungi¬ 
static agent from the tomato plant. Science, 102, 9-11. 

Lucas, E. H., and Lewis, R. W. 1944 Antibacterial substances In organs of higher plants. 
Science, 100, 597-599, 

Osborn, E.M. 1943 On the occurrence of antibacterial substances in green plants. Brit. 
J, Exptl. Path., 24, 227-231. 

Pederson, C. S., .and Fisher, ?. 1944 The bactericidal action of cabbage and other 
vegetable juices. N. Y. State Agr. Expt. Sta., Tech. Bull. 273. 

Sanders, D. W., Weatherwax, P., and McClung, L. S. 1945 Antibacterial substances 
from plants collected in Indiana. J. Bact., 49, 611-615, 

Waksman, S. A., Bugie, E., and Reilly, H. C. 1944 Bacteriostatic and bactericidal 
properties of antibiotic substances with special reference to plant-pathogenic bacteria. 
Bull. Torrey Botan. Club. 71, 107-121. 




CHARACTERISTICS OF LACTIC ACID BACTERIA FROM 
COMMERCIAL CUCUMBER FERMENTATIONS^ 

JOHN L. ETCHELLS and IVAN D. JONES 

Bureau of Agricultural and Industrial Chemistry, Agricultural Research Administration, 

U. S. Department of Agriculture, and Department of Horticulture, N. C. Agricultural 

Experiment Station, Raleigh, N, C. 

Received for publication August 24, 1946 

In commercial practice cucumbers are brined in wooden vats ranging in capac¬ 
ity from about 100 to 1,200 bushels. The vats, after being filled with green 
cucumbers, are fitted with false heads, and salt brine of a given concentration is 
added to a level a few inches above the head. Next, dry salt is added on the false 
head of the vat to maintain the initial concentration, which otherwise would 
become diluted by the water from the cucumbers. The initiial brine strength 
used ordinarily ranges from about 8 to 10 per cent, depending upon the individual 
plant concerned. In most instances the brine concentration is gradually raised 
so that a holding strength of about 16 to 18 per cent is reached after about 6 
weeks. Under these conditions an active acid fermentation resulting from the 
growth of salt-tolerant, acid-forming bacteria usually be^ns within a day or so 
after the cucumbers are brined and may continue for about 6 weeks. The pre¬ 
serving effect of the brine is due chiefly to the combined action of the salt and the 
developed acidity. 

The role of the acid-forming bacteria in commercial cucumber fermentations, 
from the standpoint of populations occurring at various brine strengths and their 
relation to the principal chemical changes taking place in the brines, is probably 
better understood than the identity of the organisms concerned. The present 
study was undertaken in an effort to obtain more specific information on the na¬ 
ture of the predominating lactic acid bacteria involved during the fermentation 
of salt-stock cucumbers, under conditions t 3 ^ical of the industry, 

EXPERIMENTAL 

Particular emphasis in the current investigation has been placed on 36 isolates 
obtained during the 1938 season. These were isolated from the active phase of 
the acid fermentation of 85-bushel lots of cucumbers brined at about 5, 8, and 
10.5 per cent salt concentration? Information concerning the source of th^ 

^ Agricultural Chemical Research Division Contribution no, 192, Approved for publica¬ 
tion as paper no. 238 of the Journal Series of the North Carolina Agricultural Expeiiment 
Station. 

2 In the cucumber pickling industry, brine salinity is usually recorded in terms of degree 
salometer (° sal.) as measured by a hydrometer calibrated in percentage of saturation with 
respect to sodiiim chloride (0 to 100® saL). In the brining treatments described herein, 
commercial practices were followed throughout; however, for the convenience of the reader, 
degrees salometer have been converted to the approximate equivalent in percentage of s»lt 
by weight (e.g., 20, 30, and 40® sal, brines would approximate 5, 8, and 10,6 per cent 
brines). 
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cultures and other pertinent facts on brining treatment and fermentation activity 
are given in table 1. In addition to these cultures, 13 random isolates from six 
720-bushel lots of fermenting cucumbers at various stages of activity were also 
studied. These lots received essentially the 10.5 per cent brine treatment out¬ 
lined in table 1 for vat 14. Details concerning the' origin of the cultures from 
these fermentations are presented in table 2. 

The isolates studied were considered representative of a larger group of cultures 
collected over a period of several seasons from actively fermenting commercial 
cucumber brines. Fermentations occurred for the most part during the month 
of July, with brine temperatures within the range of 27 to 30 C. Ail vats were 

TABLE 1 


Origin of cultures isolated in sequence from cucumber fermentations {85-hushel lots) receiving 
8j and 10,5 per cent brine treatments 


tot NUM¬ 
BER (1938) 

* 

BRINING TREAT¬ 
MENT DESIGNATION 
AND INITIAL CON¬ 
CENTRATION 
THE 1st week* 

RATE or INCREASE 
OE BRINE CONCEN¬ 
TRATION PER WEEK 

1 

NUMBER 
OP ISO¬ 
LATES 

FERMENTATION 
PERIOD COVERED 
BY ISOLATIONS ' 

MEAN PLATE 
COUNT OF 
ACID-FORM¬ 
ING BACTE¬ 
RIA DURING 
ISOLATION 
PERIOD 

MAXIMUM BRINE 
ACIDITY AS 
LACTIC 

MINI¬ 

MUM 

BRINE 

pH 


^er cent 


1 

per cent 

1 


days 

millions 
per ml 

per cent 


Vats 

5.0 

20 1 

2.5 

10 

21 

3rd to ISthf 

73.1 

0.78 

3.31 

Vat 13 

8.0 

SO 

2.0 

8 

6 

3rd to 13th| 

66.2 

(10th day) 
0.60 

i 

: 3.30 

Vat 14 

10.5 

40 

1.25 

1 

5 

9 

5th to 13th § 

4.2 

(12th day) 

' 0.41 

(15th day) 

3.60 


* In the three brining treatments shown (5.0, 8.0, and 10.5 per cent), the initial brine 
concentration was maintained for the first week and then increased as indicated (column 3) 
until 15 per cent was reached. All vats were filled June 27,1938. 

t Two cultures isolated per day during the period, except one isolation on the 6th day. 

j One culture each was isolated on the 3rd, 10th, 11th, and 12th days; two cultures 
on the 13th. 

§ Two cultures each were isolated on the 5th, 7th, 11th, and 13th days; one culture 
on the 9th. 

located outade and were unsheltered. The investigations were conducted at two 
large pickling plants located in eastern North Carolina. 

All isolates were obtained by picking representative colonies from plates of 
nutritive caseinate agar. This medium was used for the purpose of following the 
populations of acid-forming bacteria in the fermentations studied. Also, it has 
been found adequate for the isolation of both gas-forming and non-gas-forming 
types of lactic acid bacteria in certain pickle products, particularly low-salt- 
content dills and improperly pasteurized fresh cucumber pickles, in which both 
typ'CS are commonly found. 

The cultures were studied during the spring of 1939, and the criteria for classi¬ 
fication included morphological observations and determination of cultural 
(diamcteristics on various liquid and solid media (i.e., Tnillr with indicator, 
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potato, cucumber-juice agar, cucumber-juice broth, nutrient broth, nutrient 
agar, nutritive caseinate agar with indicator, glucose tryptone agar with indica¬ 
tor, glucose agar, glucose broth, and gelatin glucose stab). Other tests included 
relation to oxygen, action on casein and nitrates, indole production, optimum 
growdih temperature, action on carbon compounds, relation to salt, thermal death 
temperature, and carbon dioxide production. The methods employed were 
^sentially those suggested by the work of Pederson (1930, 1936, 1938). 


TABLE 2 


Origin of random cultures isolated from six cucumber fermentations (720*bushel lots) receiving 

10.5 per cent brine treatment* 


LOT NTJMBEE 
(and date 

FILLED—* 

1936) 

NUMBER OF ISOLATES 
AND FERMENTATION 
AGE WHEN ISOLATED 

_ 

BRINE CONCENTRA¬ 
TION AT TIMS OF 
ISOLATIONS 

PLATS 
COUNT OF 
ACID-FORM¬ 
ING BACTE¬ 
RIA AT TIME 
OF ISOLA¬ 
TIONS 

BRINE ACIDITY AS LACTIC 

BRINE pH 

AT TIME OF 

At time of 
isoiatioas 

Maximum 

developed 

Isolations 

Mini¬ 

mum 


number 

day 

per cent 


millions 
per ml 

per cenl 

per cent 



Vat 124 

2 

lltb 

11.4 

43 

3.1 

0.44 

0.45 

3.60 

3.60 

(M) 







(16fcli da3U 



Vat 125 

2 

Stb 

10.8 

41 

12.8 

0.21 

0.44 

3.93 

3.57 

(7-6) 







(12th day) 



Vat 126 

3 

12th 

11.4 

43 

1 0.2 

0.50 

0.54 

3.50 

3.50 

(7-1) 





i 

!...__i 


(IStli day) 



Vat 3 

1 

9th 

12.4 

47 

i 0.1 1 

0.58 1 

! 0.64 

3.59 

3.58 

(6-29) 



i ! 


1 S 

1 i 


(15th day) 



Vat 21 

1 

4th 

11.1 

42 

0.8 ^ 

0.16 ^ 

0.45 

5.18 

3.67 

(7-S) 




i 



(17tli day) 



Vat 17 

1 

4tli 

11.4 

43 ^ 

19.0 

0.13 

0.38 

4.96 

3.67 

(7-7) 

2 

7th : 

12.1 

46 

3.0 

0,30 

(18th day) 

3.85 



1 

8th 

12.4 

47 

1.7 

0.33 


3.77 



* This bnniiig treatment was essentially the same as for vat 14 shown in table 1. 


Other details, such as those concerning the preparation of the various cultural 
media employed, preparation of the carbon compounds used in the fermentation 
tests, determination of titratable acidity and pH, and other tests incident to the 
study have recently been described by Etchells, Fabian, and Jones (1945) and 
Etchells and Jones (1946). The actual species allocation was on the basis of the 
characteristics set forth by Pederson (1936) and by Bergey et aL (1939). 

The results with respect to morphological, cultural, and certain of the bio¬ 
chemical characteristics for the cultures will not be ^ven in detail, since they were 
entirely typical of those described for the LmiohamOm species identified. Sum¬ 
marized results for additional tests, such as action on carbon compounds, relation 
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to salt, thermal death temperature, and carbon dioxide production are presented 
below. 

Action on carbon compounds. Definite acid fermentation is shown by the ma¬ 
jority of strains on l-arabinose, glucose, d-galactose, lactose, fructose, maltose, 
d-mannose, raffinose, salicin, and sucrose. In general, the action on sucrose and 
raffinose varies more than with the other compounds in this group. Less active 
acid fermentation is obtained with most strains on dextrin, glycerol, mannitol, 
d-sorbitol, and l-xylose, as indicated by both the number of nonfermenters and 
the smaller amounts of acid produced. The compounds inulin, rhamnose, starch, 
and melezitose are fermented either not at all or, at best, only to a rather limited 
degree. 

Rehtion to salt. In cucumber fermentations little or no growth is found at 15 
per cent salt concentration or above. At brine concentrations below 15 per cent 
there is an inverse relationship between populations found and the salt concentra¬ 
tion employed. Correspondingly lower populations and brine acidity are ob¬ 
served as the salt content of the brine is increased up to the inhibiting range 
(15 per cent). Laboratory tests on the salt tolerance of cultures may not pro¬ 
vide a reliable index to their behavior toward salt under natural conditions. Cul¬ 
tures isolated fropi actively fermenting brines at 10 to 12 per cent salt concentra¬ 
tion may not show growth in liquid media plus salt much above one-half the 
original isolation concentration. 

Thermal death temperature. This is about 65 to 70 C for 15 minutes. Some 
strains may survive 60 C for 15 minutes, but usually they are killed by exposure to 
65 C for the same time interval. Cultures from cucumber fermentations have not 
been observed to withstand 70 C for 15 minutes. 

Carbon dioxide production. Strains not considered gas-producing in the sense 
that the term applies to the four gas-producing species of the Lactobacillus genus. 
The mean carbon dioxide production for 49 strains tested (with Eldredge 
tubes) in the present study was 5.4 per cent. About 20 per cent is the usually 
accepted range for members of the gas-producing species (Hucker and Pederson, 
1930; Pederson, 1931, 1939). 

The results with respect to the characteristics of the cultures investigated 
a^ure identification of the 36 strains from 6, 8, and 10.5 per cent brines among 
the non-gas-producing species of the genus Lactobadllus. Furthermore, it 
appears certain that the characteristics are distinctly more typical of those 
described for LaAtobadllus plantamm (Orla-Jensen) Bergey et al. than for those 
of the remainmg non-gas-producing species listed (Bergey et al., 1939). On the 
basis of results from simil ar identification studies (particularly with respect to 
carbohydrate fermentations and carbon dioxide tests), the 13 random cultures, 
from ax other commercial fermentations, are likewise considered as belonging 
to the species LaddbadUm phrdarum. 

DISCUSSION 

The results of this investigation indicate that i. phntarum was chiefly re¬ 
sponsible for the brine acidity of the fermented cucumbers and that other comihto 
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types of lactic acid bacteria, sucb as species of Leuconosioc or the gas-producing 
species of Lactobacillus, did not contribute materially to acid formation in the 
fermentations studied. The latter conclusion is based on the fact that no mem¬ 
bers of these genera were isolated either from the brines that were studied at 
rather close intervals during the active phase of acid fermentation or from those 
that were sampled at random. 

In considering the inactivity of the gas-producing lactobaciHi (e.g., L. brevis) 
in the brines studied, it appears likely that brining procedures using salt concen¬ 
trations of 5 to 10 per cent exert a more inhibitive influence on the population 
development of these types than on that of the non-gas-producers (e.g., L, 
plantarum). The work of Vahlteich, Haurand, and Perry (1935) lends support 
to this view. They concluded that acid formation in two commercial cucumber 
fermentations at 10 per cent brine strength was due principally to Lactobacillus 
cucumeris (syn. L. plantarum); no isolates of the gas-producing lactobacilli were 
obtained. Further evidence of the effect of salt on the gas-producing types is 
found in the work on olive fermentations by Vaughn and coworkers (1943). 
They found these species active during the fermentation of the Sevillano variety 
of olives but not with the Manzanillo variety. They attributed this difference 
in fermentation behavior to the fact that the latter variety, in commercial prac¬ 
tice, is brined at twice the salt concentration used for the former. 

The possible influence of brine temperature and brine acidity should also be 
considered. The temperature requirements for certain members of both the 
non-gas-producing and gas-producing groups are rather similar (optimum for 
i. plantarum and L. brevis, 30 to 35 C). Hence, it scarcely seems plausible that 
the brine temperatures (27 to 30 C) encountered during the cucumber fermenta¬ 
tions described herein could be offered as an important factor in the apparent 
inactivity of the gas-producing species, particularly to the extent attributed to 
the effect of salt. Also, the amoxmt of brine acidity produced by the acid-form¬ 
ing bacteria identified as L. plantarum would not be considered sufficient to pre¬ 
clude subsequent development of gas-producing types. 

The foregoing discussion has dealt principally with the influence of salt con¬ 
centration on the gas-forming types of lactobacilli. In considering the failure 
to obtain isolates of the Leuconosioc genus in the cucumber fermentations studied, 
the influence of brine temperature as well as salt concentration must be recog¬ 
nized. According to the work of Pederson (1930, 1931) on sauerkraut, brine 
temperatures of about 30 C would not encourage rapid development of members 
of the Leuconosioc genus as compared with that of acid formers such as L, plan- 
iarum, even at salt concentrations well within the growth limits of both groups of 
organisms. As a consequence, L. plantarum might be expected to dominate the 
acid fermentations observed m the present study, both on the basis of more 
vigorous growth in brines at a temperature of about 30 C and as the result of 
higher salt tolerance as compared with the Leuconosioc, Although two strains 
of Leuconosioc were isolated in the studies previously referred to by Vahlteich 
et uL, these organisms were considered of ininor importance in the acid fermenta¬ 
tion. 
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Under certain conditions, particularly when cucumbers were put down at 
brine temperatures of about 20 C, an occasional fermentation has been observed 
by the authors to develop an abnormal viscid or syrupy type of brine. This 
condition, in addition to being associated with cool weather during the filling and 
brining operation, is also usually limited to brine treatments in the range of 5 
per cent initial strength. Observations on the predominating lactic acid bacteria 
present in the brine have shown them to be gram-positive, gas-producing cells, 
ranging from short rods to spheres in shape, producing slime on sucrose media, 
and capable of producing more than 0.8 per cent acid (calc, as lactic) in cucumber- 
juice broth. In the absence of detailed taxonomic studies, these observations 
strongly suggest that the abnormal brine consistency occasionally observed is 
associated with a predominating flora of members of the Leuconostoc group. 
Such an explanation would be in keeping with the lower temperature require¬ 
ments and lower salt tolerance of this group. 

The po^ibility of influencing the character of the acid fermentation by the 
type of plant material employed is worthy of mention. Work in this direction 
would indicate that marked microfloral changes are not to be expected, provided 
different materials are brined or salted at similar concentrations and under simi¬ 
lar conditions, and also contain sufficient amounts of readily fermentable car¬ 
bohydrate. This is borne out in the fermentation of sauerkraut as described by 
Pederson (1930) and the fermentation of Sevillano olives reported by Vaughn 
et at (1943). In these two studies the microfloral changes were remarkably 
similar, both with respect to the predominating types of acid-forming bacteria 
found and the sequence in which they occurred. Both groups of workers reported 
that the developed acidity resulted chiefly from three groups of acid-forming 
bacteria; i.e., gas-producing cocci of the Lettcomstoc genus and non-gas-producing 
and gas-producing bacilli of the LacUib(mUm genus (L. plantarum and L. brevis^^ 
respectively). These occurred in the order named. In both cases, the fermen¬ 
tations involving these dissimilar types of material took place at relatively low 
salt concentrations (about 2.5 per cent for sauerkraut, and about 3 to 4 per cent 
for olives). In recent studies by the authors, it was observed that during the 
fermentation of a number of different types of vegetables (e.g., corn, peas, green 
beans, and okra) the principal influence on the acid-forming bacteria was exerted 
by the salt concentration used in the preservation treatment rather than by the 
type of material studied. 
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® orred, tO', hy, PedereoB (1930) as Zj, p&FitoucBiicus* Ie aceord witli later work by 
Pederson: (1938): this, species is now considered identical with L, hrems (Bergey et ah, 1939). 
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SUMMARY 

Identification studies on 49 cultures of lactic acid bacteria occurring during the 
acid fermentation of salt-stock cucumbers, under conditions typical of the in¬ 
dustry, are reported. 

TMrty-sk of tbe cultures were isolated during the active phase of acid forma¬ 
tion from fermentations maintained at about 5, 8, and 10.5 per cent salt concen¬ 
tration for 1 week, after which the brine strength was gradually increased. These 
isolates gave characteristics typical of those described for Lactohadllus plmtamm 
(Orla-Jensen) Bergey et at and were allocated to this species. 

The remaining 13 cultures were isolated at random from six cucumber fermen¬ 
tations at brine concentrations ranging from about 11 to 12.5 per cent salt. 
These isolates were also considered to belong to the species Laciobaaillus plania- 
Tum^ 
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The clinical attractiveness of antibiotic agents, as typified by penicillin and 
streptomycin, lies in their ability to effect striking and specific bacteriostatic 
action in vivo without the simultaneous production of severe toxic S 3 anptoms. 
However, since penicillin and streptomycin are limited in their usefulness because 
of then ineffectiveness against certain important groups of pathogenic organisms, 
the search for new antibiotic agents continues in the hope that additional sub¬ 
stances having sufficiently low toxicity will be found whose high antibiotic 
activity against the penicillin- and streptomycin-resistant organisms will permit 
their therapeutic use in the conquest of the diseases caused by these pathogens. 

Although the fungi, including Actinomyces and related forms, and bacteria 
iiave been the most fruitful sources of antibiotic agents, antibiotic activity has 
also been attributed to the juices of certain green plants. Many plant families 
have been examined for antibiotic activity (Osborn, 1943; Huddleson et al, 1944; 
Lucas and Lewis, 1944; Seegal and Holden, 1945), and several plant constituents 
that possess antibiotic activity have been isolated in crystalline form. Among 
these antibiotic agents are a substance from garlic {Allium sativum) that has 
been tentatively identified as the sulfoxide of diallyl disulfide (Cavallito, Buck, 
and vSuter, 1945); a substance from common burdock {Arctium minus) that has 
not been identified but which appears to be a lactone having the empirical 
formula C 16 H 20 O 6 (Cavallito, Bailey, and Kirchner, 1945); and a substance 
designated ‘^crepin’^ from Crepis taraxacifolia that has the empirical formula 
C 14 H 16 O 4 (Heatley, 1944). 

It is the purpose of this paper to describe some of the antibiotic properties of 
what is believed to be a new antibiotic agent from a plant source. This sub¬ 
stance occui’S in the tomato plant and has been designated ^'tomatin.” Tomatin 
has not yet been crystallized, but preparations of sufficient potency have been 
obtained to warrant a preliminary investigation of its antibiotic spectrum. 
Because of the probable impurity of the tomatin preparation used in the present 
investigation, the data to be presented have only qualitative or, at best, semi- 

^ In a recent publication (Irving, Fontaine, and Doolittle, 1945) this substance was 
referred to as ‘fiycopersicin.^’ Inasmuch as it has since been learned that the term “lyco- 
persicin’^ was once used (Duggar, 1913) as a synonym for ‘lycopene,'^ the red pigment of 
the tomato, the designation of the antibiotic agent has been changed to ‘‘tomatin” to 
avoid possible confusion. 

^ Presented before the District of Columbia Section, Society for Experimental Biology 
and Medicine, December 6, 1945. 
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quantitative significance. Investigation of the activity of tomatin with respect 
to the organisms employed in the present work will be repeated when purer 
tomatin preparations are isolated, and experimentation will be extended to 
include other pathogens. 


EXPERIMENTAL 

Preparation of tomatin. Details of the procedure for the isolation of potent 
tomatin preparations from the tomato plant and a discussion of the chemical 
and physical properties of tomatin will be presented elsewhere. The tomatin 
preparation used in the present investigation was prepared in the following 
manner: The mechanically expressed juice of thoroughly washed, mature, Red 
Currant tomato plants {Lycopersicon pimpinellifolium) was autoclaved, and the 
clear extract obtained b 3 ^ centrifuging was concentrated to dryness in vacuo 
at 60 G. The extract obtained by thorough extraction of the residue mth 
absolute methanol was concentrated to dryness in vacuo, and an aqueous solution 
of the residue was sterilized and stored in the cold for use in these experiments. 
This solution (pH 4.0) contained approximately 70 tomatin units per ml when 
assayed by the procedure previously described (Irmng, Fontaine, and Doolittle, 
1945). 

Procedure. Sterile, 90-nmi petri dishes, containing 20 ml of solidified nutrient 
agar,® were warmed to 45 C and flooded with 3 ml of a suspension of bacterial 
cells or fungus spores in the same medium. The inoculum was prepared by 
adding to 10 ml of melted medium (cooled to 45 C) 1 ml of a suspension obtained 
by washing the surface of a \dgorously growing agar slant culture of the organism 
vdth 5 ml of sterile water. Five porcelain cylinders (8 mm by 10 mm high) 
were dropped on the solidified, inoculated surface of the plate; suitable dilutions 
of the sterile tomatin stock solution were pipetted into three of the cylinders; and 
the plates were incubated at 28 or 40 C until growth of the organism was suffi¬ 
ciently advanced to permit accurate measurement of the inhibition zones pro¬ 
duced. In nearly all instances dilute solutions of penicillin (“penicillin-sodium,” 
Chas. Pfizer and Co., Inc.) were placed in the two remaining cylinders on each 
of the plates for comparison. The penicillin solutions were standardized by 
wmj against Staphylococcus aureus (Schmidt and Moyer, 1944). 

Results. The effectiveness of tomatin and of penicillin in inhibiting cultures 
of four bacteria and ten fungi is shown in table 1. To facilitate comparison, 
only the results for solutions containing 5 units of tomatin and 4 units of peni¬ 
cillin per ml are given in the table. Experiments have also been conducted at 
various tunes with tomatin concentrations of 1 and 10 units per ml and penicillin 
concentrations of 2.5 and 20 units per ml. In all instances the diameters of the 
inhibition zones produced by lower or higher concentrations of tomatin cor- 
lesponded closely with the values that would be expected on the basis of the 
figuies given in the table. Since the tomatin solutions used had pH values of 
approximately 4,0, it was d^irable to test the effect of weak acid solutions alone 

a ' y^st extract dehydrated, 5 g; bacto peptone, 5 g;, glucose anhydrous 

■Sqmhb, 2.5 g; bacto agar, 15g; distilled water to 1 liter; pH 6.4. 
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on each of the organisms. None of the organisms listed in table 1 was inhibited 
when a solution containing 0.5 g KCl, 0.5 g Mg SO 4 , and 1.0 g IVH 2 PO 4 and 
having a pH of 3.5 was used in place of tomatin in a cylinder of the test plate. 

Typical cylinder plates, which illustrate the effect of tomatin on Trichophyton 
mentagrophytes and the three Fiisarium species, are shown in figure 1. The 


TABLE 1 

Aniihiotic effects of iomalm and penicillin on certain bacteria and fungi 


ORG.VNISM* 

INCUBATION 

PERIOD 

DIAMETER 01 
ZONE, MI] 

Tomatin 

INHIBITION 

-LBIETERS 

Penicillin 


hr 

5 u/ml 

4 u/ml 

Staphylococcus aureus (NRRL B-313)t. 

IS 

17 

28 

Bacillus sublilis (NE,RL 658) f. 

18 

22 

29 

Escherichia coU (NRRL B-210)t. 

18 

0 

0 

Phyiomonas solanacearum . 

20 

16 

0 

Penicillium notatum (NRRL 1249B21). 

48 

0 

0 

Aspergillus clavatus (ATCC 1007). 

19 

, 23 


Aspergillus clavatus (ATCC 9192, Waksmau 129). 

19 

21 


Fusarium oxysporiiin f. lycopersici (R-5-6). 

23 

23 

0 

Fusariim oxysporum f. pisi (SPD 340). 

48 

24 

0 

Fusarium oxysporum f. conglutinans (SPD 341).^ 

42 i 

32 

0 

Candida albicans (ATCC 2091). 

23 

20 

0 

Trichophyton mentagrophytes (ATCC 9533). 

89 

36 

0 

Epidermophyton floccosium (ATCC 9646). 

120 

34t 

0 

Microsporum audouini (ATCC 9082). 

43 

§ 



* NRRL, Northern Regional Research Laboratory; ATCC, American Type Culture 
Collection; R-5-6, highly virulent strain from collection of Dr. F. L. Wellman (Wellman, 
1942); SPD, Doolittle collection, originally obtained from the collection of Dr. J. C. Walker. 
The culture of P. solanacearum was a fresh isolate taken from a severely diseased tomato 
plant. 

t Incubated at 40 C; all others incubated at 28 C. 

t Inhibition zone produced by 1 unit tomatin per ml. 

§ Growth too slow for satisfactory application of cylinder-plate technique. However, 
this organism is strongly inhibited when tomatin is added to the culture medium (see 
figure 2). 

effectiveness of tomatin, when added to the culture medium, in inhibiting several 
organisms is illustrated in figure 2. 

As was to be expected, penicillin wms effective only against the two gram¬ 
positive organisms, Staphylococcus aureus and Bacillus subtilis. Like penicillin, 
tomatin w’^as found to be effective against these tw^o organisms and ineffective 
against gi'am-negative Escherichia coU. However, unlike penicillin, tomatin 
Avas found to be effective against the gram-negative, bacterial plant-Avilt patho¬ 
gen Phyiomonas solanacearum, Tomatin appeared to be Aidthout significant 
action upon the fungus Penicillium notaium, but it exhibited marked fungistatic 
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activity toward two strains of Aspergillus clavaius. On the Aspergillus clavatus 
plates, after 19 hours of incubation, the inhibition zones were perfectly clear 
and devoid of all growth, indicating the possible fungicidal action of tomatin 
upon this organism. After 47 hours of incubation there appeared "wide halos of 
appressed grovdh surrounding the clear zones. 

The most striking antibiotic effects of tomatin were observed, however, in the 
case of the three plant-wilt pathogens, Fusariuin oxysporum f. lycoperstci (tomato 



Fig. 1. Effect of Tomatin and of Penicillin on Several Fungi 


Reading clockwise from bottom, the cylinders on plates 5, 8, and 10 contain tomatin 5 u 
per ml; tomatin, 10 u per ml; penicillin, 2.5 u per ml; tomatin, 1 u per ml; penicillin, 4 u 
per ml. The cylinders on plate 11 contain tomatin, 10 u per ml; tomatin, 5 u per ml; pen¬ 
icillin, 2.5 u per ml; tomatin, 1 u per ml; penicillin, 4 u per ml. 

wilt), F, oxysporum f. pisi (pea wilt), and F, oxysporum f. conglutinans (cabbage 
yellows), and in the human dermatophytes, Candida albicans, Trichophyton 
mentagrophytes, Epidermophyton ftoccosum, and Microsporum audouini. It will 
be recalled that all of these fungi are representatives of the so-called Fungi 
Imperfecti, whose “perfect’^ or sexual forms are not known. Most of the fungi 
parasitic in man are in this group (Zinsser and Bayne-Jones, 1934), Infections 
by these fungi may occur in various parts of the body and include, among others, 
such established clinical entities as favus, ringworm, eczema, thrush, and sprue. 
Many of these and similar infections are not always serious, but some are wide- 






1946] 


PABTIAL ANTIBIOTIC SPECTRUM OF TOIVL\TIN 


605 


spread, often incapacitating, presistent, recurrent, and resistant to treatment. 
The marked activit^r of tomatin A\dth respect to the representatives of the Fungi 
Imperfecti listed in table 1 suggest that tomatin may be effective against many 
other pathogenic fungi within this group. A more thorough investigation of 
the fungistatic and fungicidal activity of tomatin in relation to the imperfect 
fungi is in progrcvss. 

It is noteworthy that tomatin not only strongly inhibits a highly virulent 
strain of Fiisariiim oxysponm f. lycopersici, the organism that causes wilt in the 
tomato plant, but it also inhibits, to an equal or greater degree, the Fiisariimi 
species that cause similar wilt diseases in peas and cabbage. The role played by 
tomatin in the natural wilt resistance exhibited by some varieties of tomatoes 



Fig. 2. Effect op Addition op Tomatin to the Medium on the Growth of Several 

Organisms 

Plate on left contains no added tomatin; growth vigorous. Plate on right contains 1 unit 
of tomatin per ml of medium; growth insignificant. F, Epidermophyton floccosufn; A, Mi- 
crosporurn audouini;^, Trichophyton mentagrophytes; S, Phytomonas solanaceariirn. Both 
plates incubated for 43 hours at 28 C. 

and the significance of the antibiotic activity of tomatin toward other plant- 
pathogenic species of Fusariim and the bacterial wilt organism will be discussed 
elsewhere. 


DISCUSSION 

The marked fungistatic and possibly fungicidal powers of tomatin in vitro 
encourage speculation concerning its possible therapeutic applicability in human 
and animal fungus infections. However, such a possibility can be entertained 
only if subsequent investigations, now in progress, prove tomatin to be suffi¬ 
ciently nontoxic to permit local or perhaps internal application in man and 
animals. A highly active nontoxic fungistatic agent would be of value in the 
parenteral or oral treatment of certain fungus infections in cases in which fimgi- 
static agents like actinomycin and gliotoxin (Reilly, Schatz, and Waksman, 
1945) are of limited usefulness because of then toxicity. 

It is difficult to make a true comparison of the relative fungistatic powers of 
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tomatin and certain other fungistatic agents, since units of measurement differ 
between investigators. With the best tomatin preparations so far obtained, 
definite fungistatic activity toward T, mentagrophytes can be demonstrated by 
the cylinder-plate method vith a solution containing approximately 5 micrograms 
of tomatin per ml. In other words, according to one widely used method of 
evaluation, such a tomatin preparation would contain approximately 200,000 
dilution units per gram. The published figures for the two very active fungi¬ 
static agents actinomycin and gliotoxin (Reilly, Schatz, and Waksman, 1945), 
both of vdiich are presumably pure compounds, indicate that each contains ap¬ 
proximately 5 to 6 million dilution units per gram when T. mentagrophytes is 
used as the assay organism. Tomatin, therefore, even in the impure prepara¬ 
tions now available, approaches vithin a factor of approximately 25 the fungi¬ 
static activity of these crystalline antibiotic agents. 

SUMMARY 

Tomatin, an antibiotic agent that occurs in the tomato plant, has been sho\m 
to inhibit effective^ cultures of Staphylococcus aureus, Bacillus subtilis, Phy- 
tomonas solanaceanm, Aspergillus clavatus, Fusarium oxysporum f. lycopersici, 
Fusarhm oxysporum f. pisi, Fusarium oxysporum f. conglulinans, Candida 
albicans, Trichophyton mentagrophytes, Epidermophyton floccosim, and Micro- 
sporum audoumi. It is without effect upon cultures of Escherichia coli and 
Penicillium notaium. These results suggest the possibility that tomatin may be 
useful in the treatment of certain human and animal fungus infections, provided 
current investigations prove tomatin to be effective in vivo and of sufficiently 
low toxicity to permit local or preferably oral or parenteral administration. 
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A EAPID METHOD OF PHASE ISOLATION IN SALMONELLA 

CULTURES 

ARNOLD P. JUENKER 

Bureau of Lahoraiories^ Michigan Department of Healthy Laming, Michigan 
Beceived for publication July 24,1946 

The method of Card (Z. Hyg. Infektionskraoikh., 120, 59) for isolation of 
temporarily suppressed phases of Salmonella and the modification introduced 
by Edwards and Bruner (Ky. Agr. Expt. Sta., Circ. 54) are effective but require 
two days’ incubation and involve much manual work. The method to be de¬ 
scribed here permits the isolation of a desired phase in 24 hours and requires 
only ordinary laboratory glassware. It has been used successfully in routine 

typing- 

A 3|-by-f-inch tube containing 3 ml of semisolid agar is melted and cooled to 
45 to 50 C, and a 3-mm loopful of the selected antiserum is added. With a 10-ml 
pi|)ette, chilled infusion broth is added to a loosely plugged 50-ml centrifuge tube 
uptil the broth in the tube reaches the 1-ml mark on the pipette as it rests on the 
bottom of the tube. Excess broth in the pipette is discarded, and the same 
pipette is used to mix the semisolid medium and antiserum. After thorough 
Jtuxmg, the semisolid mixture is drawn up in the pipette to the 1-ml mark, and 
tte pipette with semisolid agar is placed in the centrifuge tube so that the tip 
rests bn the bottom of the tube. The semisolid agar in the pipette and the in¬ 
fusion broth in the tube should be at the same level. The loose cotton plug from 
the centrifuge tube can be forced back in the tube and around the pii)ette. The 
cotton plug in the mouthpiece of the pipette is removed and the mouthpiece 
thoroughly flamed. A 3|-by-f-inch tube is inverted over the mouthpiece to 
exclude contaminants. 

For inoculation, a special needle is used conristing of a stiff wire about 14 inches 
long and slightly smaller in diameter than the bore of the mouthpiece on a 10-ml 
pipette. A 2-mch piece of thin platinum inoculating wire is attached to the end 
of the stiff wire with silver solder. 

To inoculate this assembly, a small amoimt of culture is picked up on tiie plati¬ 
num tip of the long inoculating needle. The tube is removed from the mouth¬ 
piece of the pipette and the needle passed down the bore of the pipette. The tip 
of the needle should just pierce the top of the semisolid a^ at the 1-ml mark. 
The needle is withdrawn and the tube replaced over the mouthpiece. Upon 
ovemi^t incubation the oi^anisms of tiie d®ired phase will have swarmed 
throu^ the semisolid agar and passed throu^ the small bore in the tip erf tiie 
pipette, inoculating the infusion broth. The broth ususJly contains a fairly 
heavy growth within 18 to 20 hours following inoculation of tiie sranisohd agar. 
The pipette containing the semisolid culture can be removed by holding a finger 
over the mouthpiece. The remaining broth culture may be used for a^utina- 
ticm.te^. 
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THE PRODUCTION OF AN ANTIFUNGAL ANTIBIOTIC BY 

STREPTOMYCES GRISEUS 

ALMA J. WHIFFEN, NESTOR BOHONOS, and R, L. EMERSON 
The Upjohn Company, Kalamazoo, Michigan 

Received for publication August 16, 1946 

Streptomycin, wHch is produced by strains of Streptomyces griseus^ exhibits 
antibiotic activity against various gram-positive and gram-negative bacteria 

TABLE 1 


The highest dilution* of 1 gram of streptomycin or of the antifungal antibiotic from S.griseiis 
giving complete inhibition of growth of the test organism 


TEST OSGAMSMf 

ANTTFUKGAL ANTIBIOTIC 
erom; S. grisms 

STREPTOMYCIMt 

SaccharomycGS cerevisiae ATCC 918. 

2,500,000 

<1,000 

Cryptococcus neoformans . 

1,300,000 

<1,000 

Ehodotorula sp..... 

1,300,000 

1,000 

Eormodendfujn pedrosoi 275. 

20,000 

<1,000 

Moiwsporium apiospermum . 

20,000 

<1,000 

Phialophora verrtwosa . 

20,000 

<1,000 

Blmiomyces dermatitidis 930. 

<10,000 

<1,000 

Candida albicans . 

<10,000 

<1,000 

Coccidioides immitis 819. 

<10,000 

<1,000 

Epidermophyion floccosum . 

<10,000 

<1,000 

Geotrichum sp. 

<10,000 

<1,000 

Hormodendrum compactwn . 

<10,000 

<1,000 

Nocardia asteroides 663. 

<10,000 

<1,000 

Sporotrichum sekenkii . 

<10,000 

<1,000 

Trichophyton rubrum . 

<10,000 

<1,000 

Bacillus suhtilis . 

<10,000 

28,000,000 

Staphylococcus aureus FDA 209. 

<10,000 

21,000,000 

Escherichia coli ... 

<10,000 

3,600,000 

Pseudomonas aeruginosa ATCC 9027.: 

i 

<10,000 

360,000 


* Antibiotic diluted in agar medium (peptone 0.6%, glucose 1.0%, yeast extract 0.1%, 
agar 2.0%; pH 8.0) for the fungal spectrum and in liquid medium (peptone 0.75%, yeast 
extract 0.26%; pH 7.26) for the bacterial spectrum. Fungi incubated for 72 hours and the 
bacteria for 24 hours at 30 C. 

t The cultures of fungal pathogens were obtained from Br. N. F. Conant of Duke Uni¬ 
versity. 

I Seven hundred and eight micrograms per milligram. 


(Schatz et aL: Proc. Soc. ExptL Biol. Med., 56, 66) but is inefifective against the 
fungal pathogens of man (Robinson et (d,: Proc. Soc. ExptL Biol. Med., 67;, 
226; Reilly et aL: J. Bact., 49,585). We have found, however, that the growth 
of the fungal pathogen, Cryptomccm rheoforimm, is inhibited in a 1:100 dilution 
of a beer of grisem containing 130 Mg per ml of streptomycin but that this 
same organism is not inhibited by 285 pg per ml of highly purified streptomycin. 
This ability; of the (beer of S, to,'inhibit the growth jOf C. moformam 'sug- 
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gested to us that S, griseus was producing, in addition to streptomycin, an anti¬ 
biotic with antifungal activity* 

The antifungal antibiotic was produced by Waksman^s no. 4 strain of S. grisem 
in shaker flask cultures on the medium recommended by Waksman for the pro-, 
duction of streptomycin (glucose, 1 per cent; meat extract, 0.5 per cent; peptone, 
0.5 per cent; and NaCl 0.5 per cent). The preparation of this antibiotic that 
was:used in determining its antibacterial and antifungal properties was obtained 
by extracting the beer of S. griseus with chloroform, removing the chloroform 
inhacuo, and dissolving the residue in methanol. 

In contrast to streptomycin, the antifungal substance from S. griseus exhibits 
aliigh order of antibiotic activity against a number of yeasts and very little or 
no activity against the bacteria tested (table 1). It should be noted that of the 
fungal pathogens only Cryptococcus neoformans is highly sensitive to the action 
of this antibiotic. Furthermore, our antifungal antibiotic differs from strepto¬ 
mycin in its chemical properties. Streptomycin is chloroform- and ether- 
insoluble, whereas the antifungal antibiotic is chloroform- and ether-soluble; 
although both are water-soluble and thermostable. 

At present, not enough information is available regarding the “second anti¬ 
biotic of S. griseus” reported by Waksman (J. Bact., §1, 753) and the antifungal 
agent from S. griseus to determine whether or not these two ether-soluble anti¬ 
biotics are the same. Indicative of their being different is the relatively high 
degree of activity of Waksman’s antibiotic against Bacillus subtilis (growth in¬ 
hibited at 1:800,000 dilution). Strain differences between Waksman’s and our 
5. subtilis test organisms, however, may explain this discrepancy in the anti- 
subtilis activity |of jthe ,two antibiotic preparations. 


AiMODIFICATION'OF HENRICI’S'VEGETABLE-JUICE SPORULATION 

MEDIUM FOR YEASTS 

LYNFERD J. WICKERHMl, JVIAY H. FLICKINGER, and KERMIT A. BURTON 
Fermeniaiion Division^ Northern Regional Research Laboratory,^ Peoria, Illinois 

Received for publication August 19, 1946 

During a conference on alcohol production held at the Northern Regional 
Research Laboratory in Februaiy, 1943, the late Dr. A. T. Henrici discussed with 
us the infusion of four vegetables used by Mrak, Phaff, and Douglas (Science, 
96, 432) to obtain sporulation in yeasts. He informed us that he was using a 
commercially available blend of eight vegetable juices.^ AU that was required 
was the addition of suflScient agar to make a solid medium. 

^ One of the laboratories of the Bureau of Agricultural and Industrial Chemistry, Agri¬ 
cultural Research Administration, U. S. Department of Agriculture. 

^ The blend of vegetable Juices used by Professor Henrici and by the writers was manufac¬ 
tured by Standard Brands at Terre Haute, Indiana, and marketed under the trade name. 
We presume that other brands of ,mixed vegetable juice would prove equally 

satisfaetorv - atxd it ta rvrit mir T\TlfT\r\«<a f.rk Atiiirvroia Otinr 
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We are using a modification of Henrici’s medium made in the following manner. 
The contents of one can (designated as containing 1 pint, 2 fluid ounces) of the 
mixed juice from eight vegetables is adjusted to pH 6.8 with potassium hydroxide. 
One-half of a cake of compressed yeast is dispersed in it, and the mixture is 
steamed for 10 minutes to kill the yeast cells and liberate the acids which they 
possess. The medium is adjusted to pH 6.8 again and then added to an equal 
volume of hot distilled water containing 4 per cent of melted agar. The two 
solutions are mixed, then bottled or tubed, and sterilized for 15 minutes at 15 
pounds’ pressure. Unnecessary heating is avoided. 

The medium is freshly slanted not more than 8 hours before use. The entire 
surface of the slant is lightly inoculated from a 24-hour culture grown on a 
yeast extract malt extract slant at approximately 28 0. The sporulation cul- 
tmes are incubated at 24 to 25 C. Good sporulation of species of Hansenula, 
Zygohansmvla, Pichia, and Zygopickia usually occur within 3 days, of Saecharo- 
myces and Zygosaocharomyces at 5 to 7 days, and of Debaryomyces at 5 to 20 days. 

The high degree of sporulation obtained, the year-round availability of the 
canned vegetable juice, and the ease with which the {medium is prepared make it 
a very satisfactory sporulation medium for yeasts. 


ANTISEPSIS AND IONIZATION OF SODIUM FLUORIDE 

MAETHA H. ROBERTS and OTTO RAHN 

Laboratory of Bacteriology, New York State College of Agriculture, Cornell University, 

Ithaca, New YorW- 

Received for publication August 27,1946 

Fifty years ago, Kronig and Paul (Z. Hyg. Infektionskrankh., 26, 1) proved 
that strong mineral acids kill bacteria by their H ions, strong alkalies kill by OH 
ions, and heavy metal salts by their cations. It has been found since that the 
above-mentioned compounds were almost the only ones in which the ions caused 
death or bacteriostaris. With most disinfectants, organic or inorganic, the 
undissodated molecules are the active agents, whereas the ions are ineffective 
(Rahn and Conn: Ind. Eng. Chem., 36, 185; Huntington and Rahn: J. Bact., 
50, 665). One notable exception has recently been foimd in the acridine dyes 
which act in proportion to their cations (Albert et al: Brit. J. Exptl. Path. ,f26, 
160). 

It seemed interesting to investigate whether hydrofluoric acid, the sodium 
salt of which is toxic, acts by its anion. A pure culture yeast was inoculated into 
gluccse broth of different acidities containing various amounts of NaF. 

»TMs study was aided by the Necrochemistiy Grant of The Wm. S. Merrell Company of 

Cmcinnati,' 
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ps 

0.01% NaF 
0,02% NaF 
0.04% NaF 
0.08% NaF 
0.10% NaF 


2 3 

G F 
G F 
G G 
0 G 
0 0 


4 5 6 

F F F 
F F F 
G F F 
G F F 
OFF 


G indicates growth, but no fermentation, and F means growth and fermenta¬ 
tion. Hydrofluoric acid proved to be most efficient in acid media in which it is 
undissociated. It behaved like H 2 SO 3 and like the weak organic acids. As 
the dissociation constant of HF is 7.2 X 10“^ the greatest change in efficiency 
should occur between pH 2 and 5, and that is shown by the foregoing data. 

At pH 7, a 2 per cent solution of NaF has no bactericidal power at all. With 
Staphylococcus aureus, the plate count showed 


at start 6,400,000 cells 

after 3 hours 6,100,000 cells 

’ after 20 hours 3,100,000 cells 

However, growth was retarded. The effect of dissociation of NaF was measured 
by adding NaCl, which decreased the concentration of F ions. The result with 
S. aureus in broth after 7 days was: 



0 % NaCl 

0.1% NaCl 

0.4% NaCl 

1.5% NaCl 

0 % NaF 

+++ 

+++ 

+++ 

+++ 

0.2% 

H—!■+ 

+++ 

”1—!—h 

+ + + 

0.4% 

++ 

+ 

0 

0 

0.8% 

+++ 

0 

0 

0 

1.5% 

0 

0 

0 

0 


Again, the decrease of dissociation resulted in increased efficiency of the fluoride, 
proving that the undissociated fraction of the molecules was the cause of bacterio- 
stasis. 


STJMMAET 

Sodium fluoride has no appreciable bactericidal power, not even in 2 per cent 
solution. Its bacteriostatic power depends upon the undissociated fraction of 
the molecules. In neutral solution the efficiency is increased by NaCl, in acid 
environment by increased H ion concentration. 
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AN ANTIFUNGAL SUBSTANCE FROM A STRAIN OF ASPERGILLUS 

FLAVUS' 


S. B. SALVIN 

Division of Infections Discusesj National Institute of Healthy Bethesda^ Maryland 
Received for publication August 27, 1946 

A’strain (no. 70) of Aspergillus flams was isolated which produced an antifungal 
substance in a 2 per cent tryptone, 0.5 per cent sodium chloride broth (table 1). 
No positive fungistatic action was observed until 72 hours after inoculation of the 
tryptone medium. From the third to the seventh day, there was a rapid rise 
in jantifungal action of the filtrate, after which time it remained somewhat con¬ 
stant for about 2 weeks, and then decreased slightly in fungistatic power. 


TABLE 1 


Titer of a H-day-old crude filtrate of Aspergillus flavus {no. 70) against 10 fungi 


FUNGUS 

TITEB (in DILIJXION UNIXS)* 

Caiidida albicans (2091). 

0 

Nocardia asteroides (3308)... 

8 

Microsporum gypseuvi (235). 

8 

Trichophyton mentagrophytes (598). 

8 

Trichophyton mentagrophytes (658) . 

16 

Trichophyton mentagrophytes (640). 

16 

Trichophyton ruhrum (661)..... 

16 

Trichophyton tonsurans (662). 

16 

Microsporum canis (9084). 

16 

Epidermophyton floccosiim (1208). 

32 



* Incubation: 48 hours at 37 C. 

A ‘‘dilution unit’^ is the inverse of the maximal dilution necessary to produce stasis. 


Purified crystals from the filtrate, dissolved in 0.1 m sodium bicarbonate, were 
added in graded amounts to a 4 per cent glucose, 1 per cent Difco neopeptone 
broth, inoculated with standard spore suspensions of eight different dermato¬ 
phytes and incubated 48 hours at 37 C. A concentration of 0.025 mg per ml of 
the crystals inhibited completely the growth of seven of the eight dermato- 
ph 3 rtes tested, namely, strains 9084, 598,12K)8,640, 662, 661, and 658; strain 235 
alone required ^ concentration of 0.01 mg per ml before complete inhibition of its 
growth. 

The sporocidal activity of the crystalline antibiotic was tested against strain 
598. Normal saline solutions containing 12,000,000 spores per ml (from a 7-day 
growth at 37 C) received 5 mg and 1 mg of the antibiotic per ml, respectively, 

^ TMs work was conducted while the author was on duty at the Naval Medical Research 
Institute, National Naval Medical Center, Bethesda, Md. The opinions or assertions con¬ 
tained lierein are the private ones of the author and are not to be construed as official or 
refiecting the views of the Navy Department or the Naval Service at large. 
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and were incubated at 37 C. After different exposure timeSj loopfuls were re¬ 
moved for viability tests to tubes each containing 5 ml glucose broth. Sporoeidal 
activity was considered present if the exposed spores failed to develop mthin 10 
days at 37 C. The higher concentration was 100 per cent sporoeidal after 66 
hours of contact, and the lovrer concentration after 98 hours. Phenol in a con¬ 
centration of 5 mg per ml killed the spores in 26 hours, whereas a 0.1 u sodium 
bicarbonate control was innocuous. 

Comparative studies on the bacteriostatic, bactericidal, and fungicidal activ¬ 
ities of the strain 70 crystals and of aspergillic acid indicated that the two anti¬ 
biotics were similar, but probably not identical. 


PATHOGENICITY OF CANDIDA SPECIES FOE THE CHICK EMBRYO 

ESTHER MEYER and Z; JOHN ORDAL^ 

Department o’f Bacieriologtj and Public Health, University of Illinois, 

College of Medicine, Chicago IB, Illinois 

Received for publication August 31, 1946 

Of the several medically important species of Candida, the pathogenicity of 
Candida albicans, as determined by injection into rabbits, has been well estab¬ 
lished by Benham (J. Infectious Diseases, 49, 183). The animals die in 4 to 
5 days, anji characteristic lesions are found. In Benham’s experiments other 
species of Candida produced no lesions in this animal. Stovall and Pessin 
(Am. J. Clin. Path., 3, 347) found that Candida iropicalis would also produce 
lesions in rabbits if enormous doses were given. A new species, Candida Stella- 
toidea, which produced no lesions in the rabbit, was introduced in 1937 by Martin, 
Jones, Yao, and Lee (J. Bact., 34, 99). Some regard it as a dissociated form of 
Candida albicans (Martin and Jones: J. Bact., 39, 609). 

Moore (Am. J. Path., 17, 103) has demonstrated that Candida albicans pro¬ 
duced a marked infection of the chorioallantoic membrane of the developing 
chick embryo, subsequently causing death. We were interested in determining 
whether other medically important species of Candida exhibited a similar patho¬ 
genicity for the chick embryo. 

Fertile Leghorn eggs were incubated for 10 days and were then processed 
according to the method described by Goodpasture and Buddingh (Am. J. 
Hyg., 21, 319) as modified by Burnet (Med. Research Council, Special Rept. 
Series, no. 220,1). A standard cell suspension was prepared by emulsifying the 
growth of a 2-day-old Sabouraud’s agar culture and diluting to a definite tur¬ 
bidity, using a lumetron model 400-G photoelectric colorimeter (55 to 58 per cent 
transmission). One capillary drop of the suspension was used to inoculate each 
embryo. 

* Process and Product Research Division, Owens Illinois Glass Company, Toledo, Ohio. 
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The infected embryos were incubated at 35 C and were observed daily until 
the eighth day when all surviving embryos were sacrificed and examined. All 
embryos dying earlier were autopsied on the day of death. AH but one of the 
uninoculated controls survived the observation period. 

Three laboratory strains of Candida albicans were used to inoculate the chorio¬ 
allantoic membrane of 17 chick embryos. The lesions were apparent at the end 
of 24 hours, reached TnayiTnnm intensity at 48 to 72 hours, and remained so until 
death of the embryo. These lesions were very marked and consisted of either 
one large, yellowish ulcer 10 to 20 mm in diameter or several large, discrete, thick, 
yellowish-white raised areas. The membrane was thickened and puckered. Six¬ 
teen died in from 2 to 5 days, the majority on the fourth or fifth day. One lived 
until the eighth day. Many of the embryos were hemorrhagic when autopsied. 

AH five chick embryos infected with Candida stellatoidea died on the fifth 
day. Grossly, lesions were very similar to those produced by Candida albicans. 

Three strains of Candida tropicalis, 2 stock and 1 freshly isolated, were used to 
inoculate 12 embryos. Five survived until sacrificed, whereas seven died be¬ 
tween the second and sixth daj^. The lesions were mild in character and ranged 
from a few discrete, yeUowish-white raised areas to small ulcers with the mem¬ 
brane slightly puckered. 

Five embryos were inoculated with Candida krusei and four each with 2 strains 
of Candida parahrusei. Neither of these two species produced true lesions, but 
some membranes were slightly puckered or showed a slight opacity, which dis¬ 
appeared in 48 to 72 hours. After this time the membranes appeared normal, 
and little or no evidence of inflammation was present when all of the embryos 
were sacrificed on the eighth day. 

Each of the infected embryos was cultured and autopsied at death or when 
sacrificed. Cultures prepared from various parts of the embryo suggested that 
Candida albicans was able to invade other parts of the embryo following an in¬ 
fection of the chorioallantoic membrane. The results indicate that Candida 
albicans and Candida stellatoidea caused severe lesions to develop on the chorio¬ 
allantoic membrane and the infection proved fatal to the embryo. Lesions 
produced by Candida tropicalis were mild in character but the infection apparently 
caused the death of about one-half of the embryos. The other strains used, 
Candida hmsei and Candida parahrusei, neither caused lesions nor death of the 
embryos. 



THE APPLICATION OF WALKER^S INDEX OF FUNCTIONAL NOR¬ 
MALITY TO A STUDY OF DEVELOPING CHICK EMBRYOS IN¬ 
FECTED WITH THE LEVADITI STRAIN OF VACCINIA 


RACHEL E. HOFFSTADT and HELEN B. TRIPI 

Department of Microbiology, University of Washington School of Medicine, 
Seattle 5, Washington 

Received for publication August 19, 1946 


Two methods are generally employed for analyzing results obtained in studies 
of the growth of viruses on developing chick embryos: (1) counting of pocks and 
changes in the structure of the egg membranes and (2) estimation of the percent¬ 
ages of deaths among the embryos. No attempts have previously been made to 
record the changes of functional normality of the developing chick during the 
experiments. In most cases the morphology of embryos observed when the eggs 
were candled has been used to determine the age and development of the embryos. 
This procedure has not always been reliable because the source of the eggs is often 
a commercial hatchery and the eggs are not from controlled flocks. 

Walker (1938), in a study of normal stages of the development of chick em¬ 
bryos, suggested the use of the crown-rump length in conjimction with the wet 
weight, expressed as index values, as a criterion for determining variation in 

1 000 

functional normality. He used the formula I = ——=- to calculate these 


values. In the study of 361 normal Barred Pljmouth Rock chick embryos of 7 
to 19 days’ incubation age, he found a reasonably good frequency curve could be 
set up, with a mean represented by index values in frequency classes 333 to 335 
and a range with extreme limits in frequency classes of 315 to 317 and 351 to 353. 
Any embryos outside this range he considered abnormal. In our studies of de¬ 
veloping chick embryos inoculated by the allantoic route with the Levaditi strain 
of vaccinia, the Walker formula was applied as a means of analyzing some of the 
data obtained. 


EXPERIMElSfTAL METHODS 

All of the eggs in these experiments were from New Hampshire Red chickens 
and were obtained from a commercial hatchery where they had been incubated 
in a Buckeye '^forced draft” type incubator. Eggs were candled at the hatchery 
and were packed at incubator temperature in containers heavily lined with cot¬ 
ton. They were then transferred to the laboratory incubator, the temperature 
of which was 39.5 0. On the day prior to use, the eggs were opened by the 
Goodpasture and Buddingh technique (1935) and returned to the incubator. 

In these experiments two lots of eggs were used. They will be designated as 
series A and B. Series A contained 223 normal embryos and 90 infected embry- 
onated eggs* The range in age for normal and infected eggs was the same, 10 to 
18 days. The normal embryos were used in part as incubator controls for riie 
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infected eggs and the rest as a source of allantoic and amniotic fluid in another 
phase of the experiment. Ninety embryonated eggs were inoculated by the 
allantoic sac methodj with 0.1 ml of a 1:150,000 dilution of the Levaditi strain of 
vaccinia, in order to ensure six living embryos for each of the 9 days of the experi¬ 
ment. Fifty-four infected eggs were studied. 

Series B contained 174 normal eggs and 179 infected eggs. The latter were 
used to subculture the vims in an experiment to determine the effect in vitro of 
allantoic fluid and amniotic fluids on the virus. They were of the same age at the 
time of inoculation, 10 days, and were 12 days old when sacrificed. The chorio- 


TABLE 1 

Tabulation of average values reported for normal chick embryos 


DAY 

1 

WEIGHT 

1.. 

LENGTH 

pH ALL. EL. 

pH AMN. PL. 

LN. WT 


(I) 

(2) 

(3) 

(1) 

(2) 

(1) 

(2) j 

(1) 1 

(2) 

(1) 

(2) i 

(3) 

10 

2.4 

2.0 

2.6 

3.8 

3.7 

7.68 

7.49 

7.83 

6.90 

0.81 

0.64 

0.93 

11 

3.4 

2.8 

3.4 

4.3 

4.2 

8.71 

7.31 : 

7.75 

6.83 

1.22 

1.04 

1.34 

12 

5.2 

3.8 

5.2 

5.0 

4.7 i 

7.96 

7.39 

7.72 

6.65 

1.63 

1.34 

1.64 

13 

7,7 

5.2 

7.3 1 

5.8 

5.2 

7.98 

7.39 

7.52 

6.58 

2.03 

1.64 

1.99 

14 

9.8 i 

7.4 

10.4 

6.2 

5.8 

8.00 

6.79 

7.54 

6.54 

[ 2.27 

2.01 

2.34 

15 

13.3 

10.0 

13.8 

6.9 

6.4 

7.37 

5.87 

6.90 

6.40 

2.58 

2,31 

2.62 

16 

15.3 

12.8 

15.7 

6.9 

7.1 

6.80 

5.75 

1 6.80 

6.92 

2.72 

2.54 

2.76 

17 

17.5 

14.9 

18.8 

7.5 

7.4 

6.28 

5.60 

6.89 

7.12 

2.85 

2.70 

2.94 

18 

22.5 ! 

17,3 

22.3 

8.2 

i 7.8 

5.85 

5.71 

7.17 

7.48 

3.11 

2.85 

3.10 


Investigators are indicated by number at the heads of the columns as follows: (1) Hoff- 
stadt and Tripi; (2) P. A. Walker; (3) Romanoff and Romanoff. 

Legend: AIL FI. indicates allantoic fluid; Amn. FI. indicates amniotic fluid; LN. Wt 
indicates the natural logarithm of the weight, 

allantoic membrane route of Goodpasture and Buddingh (1935) was used for the 
inoculations in series B. 

When the eggs were to be sacrificed, the allantoic and amniotic fluids were 
removed with a 2-ml syringe fitted with a 27-gauge |-inch needle, and extreme 
care was taken not to puncture blood vessels. The embryos were then placed in 
sterile petri dishes and freed of their extraembryonic membranes, wet weights 
were taken, and crown-rump length measurements were made. The pH’s of the 
allantoic and amniotic fluid were determined for all embryos by the use of the 
Beckman pH meter. 


EXPERIMENTAL RESULTS 

Rate of growth. In comparing the results obtained in this study of normal New 
Hampshire Red embryos with those of Walker (1943a, 19435, 1943c) for normal 
embryos of Barred Plymouth Rocks, it was found that the crown-rump lengths 
correlated more closely than did the weights. The average daily weight of the 
embryos was more nearly that reported by Romanoff and Romanoff (1933) for 
White Leghorns (table 1). 
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Despite the discrepancies noted for daily gain in weight, the over-all percentage 
gain showed a fairly close correlation: Walker, 31 per cent; Romanoff and Roman- 



Fig. 1. Cumulative Growth Curves for Normal Embryos 
Weight expressed as its natural logarithm 


off, 32.5 per cent; and that obtained by ns, 32 per cent. This may be better 
demonstrated by the representation of the cumulative weights of embryos ex¬ 
pired as the natural logarithms of the average weights (figure 1). It is readily 
apparent that all three curves are similar in shape and slope. 
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Functional noTmality. The index values for functional normality for 223 
normal embryos ranging from the age of 10 to 18 days were calcu lated by the 

, ,, „ r 1,000->ywet weight in grams 

formula as suggested by Walker: 1 = ^rown-rump length in cms'- 


The results 


of application of the index are illustrated in the histogram (figure 2). Embryos 
used in this experiment ^differed in breed from those used by Walker, were from 
a smaller age group, and probably came from a number of different flocks of 
chickens. As is to be expected under these conditions, greater variations in the 
indexes were encountered, yet the absolute range, 290 to 414, differed but 2 units 
from the 294 to 416 of Walker. Because fewer embryos (223) were available for 
this determination, and because there was greater variation toward the two ex¬ 
tremes, an interval of 5 units, rather than 3 units as used by Walker, was selected 
to show index frequency. Absolute limits were 290 and 414. 

From the histogram, it is apparent that a reasonably good frequency curve 
could be constructed. Since the indexes tend to be concentrated toward the 
higher values, the curve would be positively skewed and would be characterized 
by the following values: 


Arithmetic mean. 347.72 

Median. 347.02 

Mode. 346.22 

Standard deviation. 17.76 

Coefficient of variation . 5.11 

Coefficient of skewness. 0.0845 

Standard error of the mean. 1.19 

Range of normality (including approximately 95.5 per cent of all em¬ 
bryos). 310-384 


The range of normality was determined by using 2 standard deviations rather 
than the 3 standard deviations usually used, because of the wide frequency dis¬ 
tribution, which was assumed to be due to the lack of control of the source of the 

Two factors may account in part for this variation: (1) the age of the embryos 
(7- to 19-day-old embryos were used in Walker’s experiment and 10- to 18-day- 
old embryos were used by us); (2) the breed of the embryos (embryos of New 
Hampshire Beds were uniformly heavier than the embryos of Barred Plymouth 
Eocks used by Walker). 

Rate of growth of the emhryoe following inoculation of vaccinia {Levaditi strain) 
info the chorioallantoic fluids Of the 90 eggs inoculated with the virus, 6 living 
embryos were sacrificed daily from the 10th to 18th day of incubation of the em¬ 
bryos. A total of 54 embryonated eggs was studied (table 3). The embryos 
were weighed and measured, and the allantoic fluids and organ extracts were each 
subcultured on three eggs* Both the crown-rump length and the wet weight 
showed fluctuations from the normal. The over-all percentage gain in daily 
vei^t was 26.9 per cent as ccnupared with 32 per cent for the normal embryos. 
Ihe actual difference hi the final average weight was 6.5 grams less for the infected 
embryce than the normal ones. Cumulative growth curves for normal and in- 
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Fic, 2. Histogram RBsxTLTiNa from Application of Walker’s InB'ECs: of Functional 
, Normauty TO Normal Experimental Embryos, Series A 
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fected embryos are showii in figure 3. The smallest gains in weight by the 
embryos were on the 12th, ISth, and 18th days. 

Walker (1943) reported a definite shift to the acid side in the pH of the allan¬ 
toic fluid in normal embryos, and this was verified by our results, although the 
drop was not so sharp as that reported by Walker (table 1). This increase in 

TABLE 2 


Average normal values for chick embryos^—series A 


DAY 

WEIGHT 

LENGTH 

ALL. EL. pH 

AMN. EL. 

pH 

INDEX 

LN. WT 

% GAIN OE 
WT 

10 

gm 

2.4 

cm 

3.8 

7.68 

7.83 

349 

0.81 


11 

3.4 

4.3 

7.71 

7.75 

348 

1.22 

41.0 

12 

5.2 

5.0 

7.96 

7.72 

348 

1.63 

53.0 

13 

7.7 

5.8 

7,98 

7.52 

342 

2.03 

48.1 

14 

9.8 

6.2 

8.00 

7.54 

343 

2.27 

27,3 

15 

13.3 

6.9 

7.37 

6.90 

343 

2.58 

35.7 

16 1 

15.3 

6.9 

6.80 

6.80 ' 

356 

2.72 

15,0 

• 17 

17.5 

7.5 

6.28 

6.89 

348 

2.85 

14,3 

18 

22.5 

8.2 

5.85 

7.17 

346 

3.11 

28.6 


Legend: Same as for table 1. 

* Averages of 25 embryos per day. 


TABLE 3 


Average values for infected chick embryos*—series A 


DAY 

WEIGHT 

LENGTH 

ALL. EL. pH 

AMN. EL. 
pH 

INDEX 

LN. WT 

% GAIN OE 
WT 

10 

gm 

2.2 

cm 

3.5 

7.99 

7.84 

i 

370 

0.80 


11 

3.3 

4.1 

8.33 i 

7.31 

360 

1.18 

48.0 

12 

3.8 

4.3 

. 8.29 

7.59 

364 

1.34 

17.1 

13 

5.0 

4.8 

7.96 

7.08 

353 

1.61 

31.3 

14 

7.8 1 

5.4 

7.76 

7.24 

368 

2.05 

56.1 

15 

9.0 

6.1 i 

8.02 

7.16 

342 

2.19 

14.0 

16 

11.9 ’ 

6.5 

7.10 

6.67 

353 

2.47 

32.7 

17 

14.8 ’ 

7.2 

6.17 

6.68 

341 

2.68 

24.4 

18 

16,0 1 

7.4 1 

6.53 

7.41 

341 

2.76 

7.5 


Legend: Same as for table 2. 

* Average of 5 embryos per day. 


acidity foreshadows the conditions seen in adult avian urine (Takamatsu, 1935). 
A similar change in the pH of the amniotic fluid was observed on the 14th and 
15th days (table 3). The average difference in length between the normal and 
infected embryos was 1.8 cm (tables 2 and 3). 

Fumtimal normality. Walker^s index for functional normality was calculated 
for the infected embryos. Figure 4 is the histogram obtained for the infected 
embryos of series A. Three embryos were outside the normal range for functional 
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normality previously established. Calculations made upon these frequencies 
characterize a curve mth the following values: 


Arithmetic mean. 353.33 

Median. 352.92 

Mode. 352.10 

Standaid deviation. 15.38 

Coefficient of variation. 4.35 

Coefficient of skewness. 0.080 

Standard error of the mean. 2.11 


Range of normality, including approximately 95.5 per cent of all embryos.. 325-384 

Comparison of the foregoing values with those obtained for normal embryos 
shows the following relationship: 


Standard error of differences between means (ctd) . 2.42 

Critical ratio (T). 2.73<ri> 


The critical ratio, 2.730-^ is above the 1 per cent level of significance (2.576o*i)) 
and it may be concluded, therefore, that there is a significant difference between 
the two means which cannot be attributed to random errors of sampling. Actu¬ 
ally, the probability that differences so large could occur as the result of random 
causes is less than 1 in 100. From application of the index of functional normal¬ 
ity to the experimental material and comparison with normal values it is con¬ 
cluded that the functional normality of the infected embryos was altered. The 
most significant factor was the shift of the mean from the 340-to-344 to the 350- 
to-354 frequency class. 

Series B embryos. Since it was apparent that the Walker index could be 
applied for the interpretation of data over a period of several days of embryonic 
growth, it was applied to embryos of a single age group. The infected eggs, 179 
in number, were inoculated by the chorioallantoic membrane route on the 10th 
day and were sacrificed on the 12th day. The normal controls were 174 in num¬ 
ber. The results of the application of Walker's index of functional normality to 
the experimenfal material are shown by the histograms (figures 5 and 6) and by 
calculated values for the frequency curves as foEows: 


Normal Infected 

Aritlnnetic mean. 347.7 353.4 

Median. 347.3 352.4 

Mode. 346.5 350.4 

Standard deviation. 19.51 19.98 

Coefficient of variation.. — ... 5.61 3.66 

Coefficient of skewness... 0.112 0.150 

Deviation of the mean... 1.88 1.50 

Range of normality including approximately 95.5 per cent 

of all embryos. 308.7-386,7 313.4r"393.4 

Standard error of differences between means {^b) .2.107 

Critical ratio... — ....... 2.70flr^ 


With the critical ratio of 2.70 o*d, inspection of the probability tables reveals the 
fact that the probability that the differences between means could be so great as 
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a result of raadom errors of sampling would be less than 1 in 100. The differ^ 
ence may, therefore, be said to be a significant one. It is of significant in- 



Fig. S. CimiTLATiVE Growth Curves for Normal and Infected Embryos 
Weight expressed as its natural logarithm 


terest that these values closely approximate those calculated for the experimental 
material of series A embryos. 

SUMMAHT 

The over-all daily rate of growth, repressed as percentage gain in weight of 
allantoic-sac-infected embryos, was 26.5 per cent, as compared with the normal 
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Fig. 4. Histogram Resulting from Application op Index 
TO Infected Experimental Embryos, Series A 



Fig. 5, Histogram Kesulting prom Application op Index op FxmcTioNAii Hoimamtt 
TO Normal Experimental Embryos Series B 
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rate of 32 per cent. A normal rate of growth was maintained for allantoic-sac- 
infected embryos for the 10- to 11-day period but was followed by a loss of rate 
of growth in the 12th515th, and 18th days. The final average weight of infected 
embryos on the 18th day did not equal that of normal 17-day-old embryos. The 
actual final discrepancy between the infected and normal embryos was 6.5 grams. 

Comparison of the functional normalities of infected embryos and normal em¬ 
bryos, as expressed by the Walker index, indicates an alteration of functional 
normality for the infected embryos. 



Fiq, 6, Histogbam Resulting prom Application op Index of Functional Normality 
TO Experimentally Infected Embryos, Series B 


Comparison of the functional normalities of embryos infected by either the 
allantoic fluid or the chorioallantoic membrane route indicates no difference in 
the degree nf alteration of functional normality obtained by either method of 
inoculation. 

Comparison of the results of application of the index of functional normality 
to 10- to 18-day embryos and to 12-day embryos indicates that the Walker index 
is applicable to embryos of a single age or of a range of ages. 

The numbers of eggs used for these determinations varied and may, in part, 
account for some discrepancies in calculations, but the discrepancies were all 
within the limits of error. 

From these results it may be concluded that the Walker index is of value for 
interpreting the functional normality of infected embryos. 
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Previous papers from this laboratory have described the isolation from garden 
soil or marine mud of several types of anaerobic bacteria capable of fermenting 
certain amino acids and other nitrogenous compounds (Barker, 1937, 1939, 1943; 
Barker and Beck, 1942). The present paper deals with the isolation and char¬ 
acterization of two anaerobes that were obtained from black mud by the enrich¬ 
ment culture method using media containing alanine and glycine, respectively, 
as fermentable substrates (Cardon, 1942). 

THE ALANINE-FERMENTIN'G BACTERIUM 

The isolation of the alanine-fermenting bacterium was accomplished by the 
use of a medium containing alanine, 1; yeast autolysate, 1 voL; m T phosphate 
buffer pH 7.0, 2 vols.; and tap water, 100. The medium was heavily inoculated 
with black mud from San Francisco Bay and incubated at 37 C in a completely 
filled glass-stoppered bottle. Within 48 hours the medium became turbid. The 
dominant organism was a motile, gram-negative rod. After 5 days all the amino 
nitrogen had been converted to ammonia. There was no change in pH, since 
volatile acids were formed in amounts equivalent to the ammonia. Distillation 
of the volatile acids by the Duclaux method indicated a 2:1 mixture of propionic 
and acetic acids. 

After two transfers in the same liquid medium, the organism was isolated by 
the shake culture method. For this purpose the yeast autotysate was increased 
to 3 volumes per cent to provide more adequate nutrition Avithout unduly favor¬ 
ing the common putrefactive anaerobes. No special difficulty was encountered 
in the isolation. 

In young cultures the alanine-fermenting organism appears as a motile, gram¬ 
negative, characteristically spindle-shaped rod, occurring singly or more com¬ 
monly in pairs (figure 1). The average size is 0.8 by 3.0 microns. In older 
cultures the cells vary considerably in size and shape. Spores do not form 
readily. Even in old stab cultures, in Avhich spores form most abundantly, 
seldom do more than a third of the cells sporulate. The spores are oval and about 
one-third as long as the sporangium (figure 2). They are terminal or sub¬ 
terminal, cause a slight swelling of the cell, and separate from the sporangium 
soon after being formed. The motility is due to 3 to 5 peritrichous flagella.^ 

^Present address; Department of Veterinary Science, University of Arizona, Tucson, 
Arizona. 

2 The authors are indebted to Dr. J. V. Bhat for making the flagellar stains. 
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The organism is an obligate anaerobe and is catalase-negative. It grows 
abundantly in 16 to 24 hours at 28 to 37 C in a favorable medium. Liquid 
media first become uniformly turbid and then gradually clear after 3 to 4 days. 
Deep agar colonies are lens-shaped with smooth edges. 

Rapid and abundant growth of pure cultures can be obtained in the following 
medium: alanine, 0.3; bacto peptone, 0.3; bacto yeast extract, 0.4; m/1 phos- 



Fig. 1. Clostridium propionicum 

Strain X2. From 3-day-old culture in liquid alanine, peptone, yeast extract medium. 
Erythrosin stain. X 1,000. 

phate buffer pH 7.1, 0.5 voL; saturated solution of calcium sulfate, 0.25 voL; 
cysteine hydrochloride, 0.02; MgS 04 - 7 H 20 , 0.005; FeS04-71120, 0.001; and dis¬ 
tilled water, 100. Growth will occur over the pH range 5.8 to 8.6, the optimum 
being between 7.0 and 7.4, Cysteine may be replaced as a reducing agent by 
sodium sulfide. Thioglycolate should not be used since it is somewhat inhibi- 
tory, particularly when the concentration is above 0.02 per cent. A complex 
nutrient such as yeast extract is essential; almost no growth occurs in its absence. 
The addition of peptone is beneficial but not essential. Even with yeast and 
peptone, growth is very poor in the absence of alanine or one of the related com¬ 
pounds such as lactate, pyruvate, acrylate, serine, or threonine, which are readily 
fermented. Glucose is not attacked by this organism. 
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The fermentation of alanine and related compounds is of the propionic acid 
type. The equation for the decomposition of alanine is 

3 CH 3 CHNH 2 COOH + 2 H 2 O = 3 NH 3 + 2 CH 3 CH 0 COOH + 

CH3COOH + CO2. 



Fig. 2. Closteidium propionicum, Showing Spores 

Strain X2. From 7-day-old colony on an anaerobic slant of alanine, peptone, yeast ex¬ 
tract agar. Unstained. Slightly out of focus. X 1,800. 

No hydrogen or succinic acid is formed. Further data on the chemical activities 
of this organism mil be presented in another place. 

Since no Clostridium with similar characteristics appears to have been described 
previously (Bergey et al., 1939), we have decided to create a new species for the 
alanine-fermenting organism. The name Clostridium 'pro'pionicum was chosen as 
being indicative of its catabolism. 

THE GLYCINE-FERMENTING ORGANISM 

The enrichment and isolation of the glycine-fermenting organism was ac¬ 
complished by the same general methods used for Clostridium propionicum. 
The first enrichment culture medium, consisting of 1 per cent glycine in tap \vater 
heavily inoculated with bay mud, gave a vigorous fermentation in 3 days at 
37 C. Ail the amino nitrogen was converted to ammonia, and carbon dioxide 



632 


B. P. CARBON AND H. A. BARKER 


[voL« 52 


and acetic acid were formed. There was also a considerable production of 
methane in the first and second enrichment cultures. In subsequent transfers 
methane production decreased, and none at all was formed by pure cultures of 
the gtycine-fermenting organism. For transferring the enrichment culture, the 
original medium was supplemented with the usual salts and 1 volume per cent of 
yeast autotysate. 

The predominant organism in all the enrichment cultures was a rather large 
coccus. After three transfers the coccus was isolated by using a solid medium 
containing 0.5 per cent glycine, 3 volumes per cent yeast autolysate, and salts. 
Five strains were obtained which were all very similar in morphology and 
physiology. 

The coccus is strongly gram-positive.® The cells vary considerably in size even 
in young cultures, the range being from 0.7 to 2.5 microns in diameter, the average 
being about 1.2 microns. In eveiy culture a few of the cells are defiiiintely rod¬ 
shaped. The cells usually occur in pairs and in short, irregular 4- to G-cell chains 
(figure 3). The irregularity of the chains suggests that the organism may be 
capable of dividing along two or more axes. Small clusters of cells also occur. 

The organism is an obligate anaerobe which does not grow to an observable 
extent on complex nitrogenous or sugar-containing media in the absence of added 
glycine. Slow but abundant growth occurs in a medium containing glycine, 
0.3; bacto j^east extract, 0.5; bacto peptone, 0.5; and the other constituents used 
in the medium for Clostridium propionicum. Since ordinary distilled w'^ater is 
frequently toxic to this organism, it is best to use glass-distilled water or a 1:1 
mixture of glass-distilled and tap water. The optimum pH for growth in this 
medium is about 7.2, the range being from 6.0 to 8.5. An incubation of 48 to 72 
hours is required to obtain moderately heavy growth at 30 C. Growth is a little 
faster at 37 C. 

In liquid media, the glycine-fermenting coccus grows mainly as a sediment on the 
bottom or along the lower walls of the container, leaving the solution clear. Deep 
agar colonies are white to cream-colored, and spherical with a rough surface. 

The cells show a moderate catalase activity. 

The organism obtains energy by a fermentation of gl3"cine according to the 
equation 

4 CHoNH.COOH + 2 HoO == 4 NHs + 3 CH3COOH + 2 CO2. 

In a fermentation balance experiment the carbon recovery was 97 per cent and 
the redox index 0.99. In stationary cultures no appreciable amount of hydrogen 
is produced, and no other gas is evolved since the carbon dioxide is retained as 
bicarbonate. Under other conditions, however, when a culture is shaken in con¬ 
tact with a large nitrogen-filled gas space, as much as 50 mM of hydrogen are 
formed per 100 mM of glycine fermented, and there is a corresponding increase in 
the jield of carbon dioxide and decrease in acetic acid. 

Some 35 compounds w^ere tested to see whether they can replace glycine as a 
fermentable substrate. These included all the common amino acids, and non- 

2 A previous stateiuent (Cardon, 1942) that the organism is gram-negative is erroneous. 
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nitrogenous su})strates such as glucose, pyruvate, and glycolic acid. No sub¬ 
stitute was found for glycine; serine and pyruvate are attacked very slowly but 
only in the presence of glycine, not in its absence. A more complete discussion 
of the biochemical activities of the organism will be given elsewhere. 

The classification of the gl^^cine-fermenting coccus is not a simple matter. The 
organism might be placed in any one of our different genera {Micrococcus^ 



Fig. 3- Diplococcus glycinophilus 

Strain Rl. From 3-day-old culture in liquid glycine, peptone, yeast extract medium. 
Eryttirosin stain. X 1,000. 

Staphylococcus, Diplococcus, or Streptococcus) in either of two families {Micro- 
coccaceae or Lactobacteriaceae) depending on the degree of emphasis given to 
various details of its morphology.^ However, since pairs of cells and short 

^ In view of the uncertainty involved in classifying gram-positive, anaerobic cocci on 
the basis of the finer and more elusive points of morphology, it would seem desirable to 
place all of these organisms that exhibit a more or less irregular and variable arrangement of 
the cells and a chemoheterotrophic type of catabolism in a single genus that might be called 
Anaerococcus. This would perhaps be only a temporary expedient, but it would serve a 
useful purpose in the present state of knowledge. Since this is not a suitable place to 
develop a new classification of this group, we wish only to leave this suggestion for the 
consideration of future taxonomists. 
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chains ai'e particularly characteristic of this organism, we have decided to place it 
in the genus Diplococciis in spite of the fact that it differs from othei* members of 
the genus in producing the enzyme catalase. 

No organism identical vith the glycine-fermenting coccus appears to have been 
pre^ioiisl}" described (Bergey et aL, 1939; Prevmt, 1933; Hucker, 1924). Bergey 
lists tAvo anaerobic species of Micrococcus, M. grigoroffi and M. mger, both of 
AAiiich differ markedly from our organism in morphology and nutrition. The 
same applies to the three anaerobic members of the genus Staphylococcus listed in 
Bergey’s manual (S. aerogenes, S. anaerobius, and S. assaccharolyticus). Gaffkya 
anaerobia and the three anaerobic species of Sarcina {S. heijerinckii, S. maxima, 
and S. methanica) are easily differentiated from the glycine-fermenting coccus on 
the basis of morphology alone. In the genus Streptococcus, seven anaerobic 
species are listed by Bergey. Six of these (S, mtermedius, S. micros, S. 
lanceolatus, S. putridus, S. joetidus, and S. anaerobius) can be eliminated imme¬ 
diately because, unlike the glycine-fermenting coccus, they produce acid from 
glucose and other sugars. The seventh species, S, parvulus, differs in respect to 
its small size and black colonies. Of the five anaerobic species in the genus 
Diplococciis only D. magnus shoAvs some similarity to our organism. HcAA-ever, 
the tAVoare certainl}" not identical since D. magnus is appreciably larger (1.5 to 
1.8 microns) and groAA^s readity in broth and peptone AAmter. 

Since it is evident that the glycine-fermenting coccus represents a new species, 
Ave propose the name Diplococciis glycinophilus. 

SUMMARY 

Tavo neAv obligately anaerobic bacteria capable of fermenting single amino acids 
have been isolated from marine mud by the enrichment culture method. Clos¬ 
tridium propionicwn causes a propionic acid type fermentation of alanine, serine, 
lactate, and other related compounds. Diplococciis glycinophilus ferments gly¬ 
cine and is apparently unable to use any other compound as an energy source. 
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A good detergent should depress the interfaciai tension at a water-oil interface 
below 5 d5aies per cm (Snell, 1932), and in addition it should have good de- 
flocculating and dispersing power (SneU, 1933). As detergents, anion-active 
agents are generally superior to cation-active and nonionic agents, but as 
bactericides, cationics are superior. An ideal dishwashing compound would be 
one that combines the detergent properties of the anion-active agents with the 
bactericidal properties of the cation-active. Since these two types of surface- 
active agents are incompatible, it is impossible to combine them, because they 
would neutralize each other with the formation of an insoluble precipitate, re¬ 
sulting in the loss of detergent as well as bactericidal properties. The purpose of 
this investigation w^as to develop a detergent suitable for washing and sanitizing 
eating utensils. 


EXPEKIMENTAL 

Two detergent compositions were prepared, one with and one without a cation- 
active bactericide. 




No. 2 

Trisodium phosphate. 

.. 33 

33 

Sodium carbonate. 

. 33 

33.5 

Borax. 

.. 33 

33.5 

Ethyl cetab*. 

. 3 


Nonionic wetting agent®. 

. 1.5 

3.0 


103.5 

103.0 


An artificial soil was prepared according to Giicreas and O’Brien (1941), 
consisting of: 

100 g raw eggs (wMte and yolks mixed) 

20 g butter 
20 glard 

20 g peanut butter 
20 g milk 

10 ml Staphylococcus aurem culture (24-Iiour) 

190 g 

^ This investigation was supported by the Rhodes Chemical Corporation, Philadelphia, 
Penn,sylvani^i ' , , 

* Cetyl dimethyl ethyl ammonium bromide (Rhodes Chemical Corporation), 

® An alkylated aryl polyether alcohol. 
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Twenty “four clean microscope slides were immersed in the artificial soil at 37 C. 
They were then removed with forceps, and 12 slides each were placed in two 
monel metal staining racks (Fisher Scientific Company, catalogue no. 8-820) 
and allowed to drain and dry in the air at room temperature for one-half hour. 

Two detergent solutions were prepared with formula no. 1 and formula no. 2 
by dissohing 3 g of each respectively in 400 ml distilled water (1 oz per gallon). 
The solutions were warmed to 37 C and maintained at that temperature through¬ 
out the test. The pH of both solutions was 11.5. 

After the contaminated slides had dried for one-half hour, one rack was placed 
in detergent no. 1 and the other in detergent no. 2. The slides were completely 
covered by the detergent solutions. Each rack was then repeatedly raised out of 
and then reimmersed in the solution about once a second for a period of 10 min¬ 
utes. At intervals of 1, 2, 3, 4, 5, and 10 minutes two slides were removed from 
each rack and placed in separate petridishescontaining 20 ml of sterile FDA broth. 
At the end of the 10-minute test period all petri dishes were gently agitated to 
insure mixing, and 1-ml portions w^ere Avithdrawn from each under sterile condi¬ 
tions. Pour plates were then made with these portions in FDA nutrient agar, 
using 1 ml each of three dilutions, 1:10, 1:100, and 1:1,000. All petri dishes 
containing the original microscope slides as well as all pour plates were incubated 
at 37 C for 24 hours. They were then examined for bacterial growth, and the 
number of colonies on each pour plate was counted. 

It was found that formula no. 2 (without ethyl cetab) is not bactericidal, 
although there was a gradual drop in the bacterial count, probably due to the 
alkalinity of the solution. Formula no. 1 produced a very marked sharp drop in 
the bacterial count up to the 5-minute washing period, at which point the pour 
plates and the broth were sterile; but at the 10-minute washing period there was 
a heavy growth of Staphylococcus aureus in the broth as well as on the agar 
plates. 

We believe that the explanation for this apparent anomaly is as follows: The 
bacteria were thoroughly distributed throughout the artificial soil, which con¬ 
sisted of over 30 per cent fat. The slides were then immersed in this soil, which 
was then alloAved to dry on the slides. When the slides Avere placed in the de¬ 
tergent solution, the detergent quickly removed the soil from the slides and emul¬ 
sified the fat. The ethyl cetab killed the bacteria in the aqueous phase of the 
detergent solution and on the clean slides, but did not kill the bacteria Avhich were 
entrapped Avithin the minute fat particles of the emulsion. After a time, the 
alkaline detergent began to act on the fat particles in the emulsion and saponified 
some of the fat, forming a soap, which then inactivated the bactericidal properties 
of the detergent by precipitating the ethyl cetab out of solution. As more fat 
particles were saponified, they released more entrapped bacteria to the solution, 
which was then no longer able to kiU them. 

To test this theory we made up a second set of detergent compositions that were 
designed to be emulsifying but nonsaponifying. 
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Trisodium phosphate. 50 50 

Sodium bicarbonate. 25 25 

Tetrasodimn pyrophosphate... 25 25 

Rodicide . 0 

Nonionic wetting agent^. 3 


106 103 


Detergent solutions were made with formula no. 3 and formula no. 4 (1 oz per 
gal.) and tested as above, except that the washing time "was extended to 2 hours 

TABLE 1 


Average number of bacteria per sq cm remaining on microscope slides 


WASHING TIME 

IN ihnutes 

NO. 1 

pH 11.5 

NO. 2 
pH 11.5 

NO. 3 
pH 10.0 

NO. 4 
pH 10.0 

1 

8,000 

17,500 



2 

4,500 

12,000 

15,000 

42,500 

3 

260 

9,500 



4 

65 

8,500 

0 

1,500 

5 

0 

5,000 



6 



130* 

3,000 

8 



25* 

3,000 

10 

13,000 

2,500 

0 

1,750 

15 



0 

2,250 

20 1 



0 

1,500 

30 I 



0 ! 

2,250 

45 



0 1 

670 

60 



0 i 

800 

90 



0 1 

825 

120 



0 ! 

850 


* Identified as Bacillus subtilis, not Staphylococcus aureus. 


to insure that no recontamination would occur because of slow saponification. 
The pH of both solutions was 10.0. 

It was found that formula no. 4 (without rodicide A) is not bactericidal, al¬ 
though there was a drop in the bacterial count as the dishwashing time increased. 
Formula no. 3 (containing rodicide A) produced a very marked sharp drop in 
the bacterial counts. The slide removed after 4 minutes’ washing time w^as 
sterile, and the slides removed after 6 and 8 minutes’ washing time were free 
from Staphylococcus aureus, althou^ they were contaminated with BadUus 
subtilis. Ail slides removed after 8 minutes were sterile. Table 1 summarizes 
the results of both tests. 

^ A product formulated by Rhodes Chemical Corporation, consisting of cetyl dimethyl 
ethyl ammonium bromide and an alkylated aryl polyether alcohol in aqueous-alcoholic 
solution. 

* The same alkylated aryl polyether alcohol used in the two previous formulas. 
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The artificial soil was not sterilized before contamination with Staphylococcus 
aureuSj and this organism w^as probably not the only contaminant, since Bacillus 
subtilis could easily have been introduced in preparing the soil. Complete re¬ 
moval of the soil from the slides without complete emulsificaticfn could account 
for the sterility of the slides in 4 minutes. As emulsification of the soil proceeded. 
Staphylococcus aureus and Bacillus subtilis could have been released from larger 
fat particles in which they were entrapped. The germicidal detergent, formula 
no. 3, killed Staphylococcus aureus more readily than Bacillus subtilis, which 
could account for the contamination with the latter organism of the slides re¬ 
moved after 6 and 8 minutes’ washing time. Sporeforming organisms such as 
Bacillus subtilis are far more resistant to quaternary ammonium compounds than 
Staphylococcus aureus (Green and Birkeland, 1941; Hoogerheide, 1945; Du Bois 
and Dibblee, 1946). 


STJMMAEY 

Wlien cation-active agents are used as bactericides in detergent compositions, 
it is essential that the detergent be emulsifying but not saponifying. If the 
alkalinity of the detergent is suiBciently high to saponify fat, the resulting soap 
will inactivate the cation-active agent and render the solution completely 
ineffective germicidally. 
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The question whether the death of bacteria in sterilisation is due to the destruc- * 
tion of energy-furnishing enzymes or to other changes in the cell has been tested 
experimentally by several investigators. In heat sterilization, Rahn and Barnes 
(1933) and Rahn and Schroeder (1941) found that enzymes are still active in 
cells that have lost the power to multiply. In chemical disinfection, the results 
are contradictory. While some find all or most enzymes still active when the 
treated cells are dead (e.g., Yudkin, 1937; Greig and Hoogerheide, 1941; Bucca, 
1943), others claim that even at bacteriostatic concentrations the enzymes are 
injured (e.g., Dubos, 1939; Sevag, 1944). 

A decision in this controversy can be obtained only if all energy-furnishing 
enzymes are taken into consideration. This was accomplished by working with a 
culture of Escherichia coli gro^vn in a mineral solution with acetate as the only 
source of energy and of carbon, and ammonia as the only source of nitrogen. The 
medium described by Koser (1923) consisted of 0.5 per cent NaCl, 0.2 per cent 
MgSOi-THaO, 0.1 per cent NH 4 H 2 PO 4 ,0.1 per cent K 2 HPO 4 , and 0.2 per cent 
CHsCOONa. 

The cells were grovm under continuous agitation at 37 C. They were centri¬ 
fuged, washed in phosphate buffer (pH 6.8 to 6.9), recentrifuged, and suspended 
in new buffer. The cell concentration was standardized turbidimetrically. 

The bacteriostatic concentrations were determined by observing the increase 
in turbidity of cultures in the acetate medium containing various amounts of 
each disinfectant. The bactericidal concentrations are the concentrations which 
kill E. coli grown in acetate medium ‘within 5 to 10 minutes. 

Energy is produced on this medium only by the oxidation of the acetate, in¬ 
volving either acetate dehydrogenase or oxidizing enzymes, and indirectly 
catalase. The activity of the dehydrogenase was determined by using Thunberg 
tubes containing 0.5 ml of 0.01 per cent aqueous methylene blue, 0.5 ml of 1 per 
cent sodium acetate, the necessary amount of poison, and distilled H 2 O to make a 
total volume of 5 ml. One ml of a cell suspension was placed in the side arm and 
tipped in after evacuating the tubes and warming them to 37 C. The time re¬ 
quired for 80 to 90 per cent decolorization of the methylene blue was determined, 
and the relative rate of enzyme activity was calculated by assuming that the 
rate is inversely proportional to the time required for decolorization. The rate 
is expressed in percentage of that of the cells without poison. 

The catalase activity was determined by using the method of Sumner (1941). 
The poison was added to a buffered solution of H2O2, and the amount of unde- 
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composed peroxide was determined at 3,6,9, and 12 minutes after the addition of 
a cell suspension. The rate of catalase action was measured by the amount of 
H 2 O 2 decomposed in 3 minutes and expressed in percentage of the amount 
present at the beginning of the 3 minutes. The relative rate was expressed in 
percentage of the rate obtained when no disinfectant was present. 

The O 2 uptake was measured with the Warburg respirometer, adding the desired 
amount of disinfectant from the side arm of the flask after the O 2 uptake of the 
cell suspension in acetate medium had reached a constant rate. The O 2 uptake 
was then observed for a period of 30 minutes and the relative rate calculated in 
percentage of the rate when no poison was added. 

RESULTS 

The results obtained with four characteristically different types of disinfectants 
are shown in figure 1. Their effect upon the cell enzymes is not at all uniform. 
Phenol at the retarding dose had not caused much damage to the enzymes. Most 
of the oxidase, but none of the dehydrogenase, was inactivated at complete in¬ 
hibition of growth. With HgCh the enzymes were not at all affected at com¬ 
plete inhibition of grow^th. The same was true with “ceepryn’^ (cetyl pyridinium 
chloride). Sodium azide, which at 1 per cent did not kill the bacteria, inactivated 
the catalase at extremely low concentrations, but did not affect the other two 
enzymes even at growth-inhibiting concentration. Table 1 gives the summary 
results for all disinfectants tested. 

The rate of bacterial growth is in most cases measurably decreased at a con¬ 
centration of disinfectants that does not decrease the rate of enzyme action in the 
ceil. Even the concentrations that produce a complete cessation of growth do 
not, in most cases, retard enzyme action at all. The conclusion seems in¬ 
evitable that the disinfectants prevent multipEcation, not through inactivation 
of enzymes, but by some other reaction. This is true for HgCh, merthiolate, 
ceepryn, penicillin and sulfanilamide, and probably also for zephiran. 

The picture at bactericidal concentrations is different. In the first five dis¬ 
infectants of table 1, this concentration has inactivated practically all the de¬ 
hydrogenase and oxidase. It is also of interest that the last four compounds, 
which do not Mil bacteria, did not bring about such nearly quantitative inactiva¬ 
tion of the tW'O energy-fumi^ing enzymes. 

It remained to be proved whether this inactivation of enzymes was reversible 
or permanent. This could be done with the oxidase in the Warburg respirom¬ 
eter by using double-armed flasks. First, the normal rate of respiration of the 
cells was established, then the disinfectant was added, and when its effect had 
been measured for 10 minutes, the antidote was added from the other arm. If 
thereby the O 2 uptake became normal, or at least improved, the enzyme inactiva¬ 
tion was reversible. 

With 10 ppm HgGh, the O 2 uptake of the cells was reduced to practically zero, 
and the addition of an equivalent amount of Na 2 S did not produce any increase 
(figure 2), The oxidase had been irreversibly destroyed. With 50 ppm ceepryn, 
respiration was decreased. After the addition of duponol, an efficimt antidote^ 
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Fig, 1. Effect of Vabiods Concentbations of Poison on the Enebgy-pubnishing 

Enzymes of E. coli 


TABLE 1 

The effect of critical concentrations of disinfectants on the enzyme activity of Escherichia coli 


(The numbers indicate the percentage of enzyme inactivation) 



BETABJOATION OF GSOWXE 

INHTBITIOM OF GROWTH 

BEATS 

DiSINlECTAIIt 


De- 




De- 



Con- 

De- 




Concentra- 

hydro- 

Cata- 

Oxi- 


hydro- 

Cata- 

0 x 1 - 

centra- 

hydro- 

Cata- 

Om- 


tion ppm 

ge- 

lase 

dase 


ge- 

lase 

dase 

tion, 

ge- 

lase 

dase 



nase 



ppm. 

nase 



ppm 

nase 



Phenol. 

760 

0 

9 

20 

1,500 

0 

10 

48 


96 

38 

96 

HgCl,. 

0.01 

0 

0 

0 

0.1 

0 

0 

0 

10 

96 

28 


Merthiolate,... 

0.001 

0 

0 

0 

0.1 

0 

0 

0 

125 

96 

8 


Zephiran. J 

2.5 

0 

0 

0 

10 

0 

0 

30 

40 

96 

0 

90 

Ceepryn. 

1.0 

0 

0 

0 

2.5 

0 

0 

10 

50 

96 

6 

95 

NaNs..,,:. 

26 

0 

67 

0 

160 

0 j 

84 

10 


30 

100 

100 

KCN.,.. 

25 

0 

97 

68 

500 

0 

97 

90 


50 

100 

100 

Peiaicillin,.,.,. 

12.6 

0 

0 

0 

50 

0 

0 

0 


0 

0 

0 

Sulfanilamide.. 

1,000 

0 

0 

0 

5,000 

0 

0 

0 

SB 

0 

0 

20 


The concentrations did not Mil in 10 minutes. 
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or of charcoal, which adsorbs ceepryn preferentially, the O 2 uptake proceeded 
at the same reduced rate. Here, too, the enzyme inactivation must be considered 
irreversible. The result vdth phenol was different. As no quickly reacting 
antidote against phenol could be found, the disinfectant was simply diluted with 
an equal amount of water. The recovery was almost complete, as may be seen 
from figure 2, However, the phenol concentration of 0.2 per cent used in this 
experiment is not lethal; 1.2 per cent phenol was needed to kill the bacteria in 10 
minutes, and such cells, washed in buffer solution, after 10 minutes’ exposure to 
1.2 per cent phenol, showed no O 2 uptake at all. Thus, in all experiments, the 
concentration which kills E, coli in 10 minutes inactivates its dehydrogenase and 
oxidase irreversibly. 



Fig. 2. Effect of Dilution and of Antidotes on the Recovery of Poisoned Enzymes 

OF E. COLI 


It would be unwarranted, however, to conclude that death is due to irreversible 
inactivation of the enzymes. The alternative, that enz 3 nne inactivation is the 
result of death rather than the cause, must also be considered. Hoffmann and 
Rahn (1944) and Rahn (1945) have shown that bacteriostasis and bactericidal 
action are due to two different chemical reactions. It has been shown above that 
bacteriostatic concentrations do not usually interfere with enzyme action. The 
reversible prevention of multiplication must therefore be due to the reaction of 
the disinfectant with some other cell constituent essential for multiplication, 
either wiih some step in synthesis or with some part of the cell division mechan¬ 
ism. Although this bacteriostatic reaction is reversible, the lethal reaction is not. 

As a rule, the cells die slowly even at bacteriostatic concentrations, although 
their enzyme content is not noticeably impaired when exposed to these concen¬ 
trations for a relatively short time. With sEghtly higher concentrations, how¬ 
ever, a certain degree of parallelism between decrease in number of viable cells 
and enzyme destruction was found in the case of mercuric chloride. 
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To 100-ml portions of a 24-hoiir culture of E. coli in acetate medium were added 
1,2, and 3 ppm mercuric chloride at room temperature. The number of wable 
cells per mi and the oxygen uptake of the centrifuged cells resuspended in phos¬ 
phate buffer were determined before addition of the poison, after a short exposure, 
and again after 24 hours' exposure. 

One ppm mercuric chloride had no effect on the oxygen uptake or the number of 
surviving cells after 24 hours' exposure. Conflicting results were obtained when 
the cells were exposed to 2 ppm HgCh . In one experiment, a 72 per cent de¬ 
crease in respiration and an 82 per cent decrease in the number of cells occurred 
after 5 hours, and after 24 hours a 70 per cent decrease in respiration accompanied 
a 90 per cent decrease in cells. The second experiment, however, showed an 83 
per cent decrease in respiration with only a 7 per cent decrease in the number of 
ceils after 4 hours. Three ppm HgCh in 4 hours decreased the respiration 100 
per cent and the number of living cells by 97 per cent. In each case, the addi¬ 
tion of NagS to the cells produced no recovery or even partial recovery of the 
oxidase activity of the cells. 

The sensitivity of the energy-producing mechanism to chemical disinfectants 
is very nearly the same as that of the growth-producing mechanism. The dif¬ 
ference in sensitivity of the two mechanisms seems smaller with chemicals than 
with heat inactivation. There is no evidence that the inability of poisoned cells 
to multiply is brought about by lack of energy. 

SUMMARY 

The activity of all the energy-producing enzymes of Escherichia coli grown on 
acetate medium was determined in the presence of growth-retarding, grovrth- 
inhibiting, and lethal concentrations of poisons. 

Retardation of growth in seven cases out of nine occurred at a concentmtion of 
poison that had little or no effect on the energy production. Concentrations 
that inhibit growth completely do not always inactivate or even retard the en¬ 
zymes. At lethal concentrations, however, the enzymes are inactivated. 

After removal of the poisons by dilution or antidotes, the enzyme activity of 
cells exposed to poisons was again determined. The dilution of a sublethal con¬ 
centration of phenol resulted in reactivation of the inhibited oxidase. The 
inhibition of oxidase activity caused by lethal concentrations of ceepryn (cetyl 
pyridinium chloride) and mercuric chloride could not be reversed. 

Experiments udth concentrations between the bacteriostatic and the bactericidal 
dose of HgCb showed .that the enzyme mechanism is very nearly as sensitive as 
the multiplication mechanism. 
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Since the early observations of Kellner (1936) and Fuller (1937), who demon¬ 
strated that p-aminobenzenesuhonamide (sulfanilamide) is formed in animal 
tissues when prontosiT or prontosil soluble (neoprontosiP) is administered by 
mouth, and the studies by Domagk (1935), Colebrookand Kenney (1936), and 
Colebrook, Buttle, and O’Meara (1936), wherein they were unable to demon¬ 
strate an antibacterial effect on the part of the latter compounds in vitro, very 
little attention has been directed to similar studies on other azo sulfonamides. 
Inasmuch as several heterocyclic substituted sulfanilamide derivatives, namely, 
sulfathiazole, sulfapyridine, and sulfadiazine, have proved to be superior to 
sulfanilamide in their antibacterial effects against many organisms both in vitro 
and in vivo, it appeared worth while to compare the activity of these compounds 
with that of their azo sulfonamide counterparts. 

An azo preparation mth,interesting properties, including the ability to inacti- 
vate lysozyme (Lawrence and Klingel, 1943), was prepared by coupling diazo- 
tized sulfathiazole with the symmetrical carbamide of 2R acid. The other 
soluble azo dyes were formed by coupling the diazotized parent suMonamide 
compounds with sodium l-hydroxy-7-acetylaminonaphthalene-3,6-disulfpnate, 
hereafter described as ^^acetyl-2R acid.” Diphenyl-sulfone-4,4'“disazo-acetyl- 
2R acid (a sulfone) and 6-sulfaqumolme-azo-acetyl-2R acid completed the series 
of drugs studied. The structural formulae and molecular weights of several of 
these compounds are given in figure 1. 

The organisms against which the compounds were tested in vitro included 
Staphylococcus aureus 209, Streptococcus pyogenes C-203, a viridans streptococcus, 
types I, II, and III pneumococci, and members of the Brucella group. 

I3Sr VITKO METHODS 

Studies on gram-positive cocci. Drug-broth solutions or suspensions of the 
compounds were prepared by adding the dry powders to 100-ml quantities of 
nutrient media contained in 250-ml cotton-plugged Erlenmeyer flasks. The 
test media, which also included a control lacking a drug, were autoclaved at 10 
pounds for 10 minutes. Upon cooling, to each flask was added 1 ml of an 18- 
hour broth-diluted culture of one of the organisms. 

The inoculated solutions were incubated at 37 C for 24 hours, after which time 
appropriate broth dilutions were made and 0.1-ml and l.O-ml amounts were 

^ 4^Sulfamyl-2',4^-diainiiioben2:eiie hydrochloride. 

® Sodium l-hydroxy-2-(4 -siilfamylbeiizene4'-azo)-7-acety!amiBOziaphthalene-6-disul- 
fonate. 

®The registered trademark of Winthrop Chemical Company, Inc. 
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placed in petri dishes, and melted and cooled (45 C) nutrient agar was added. 
The contents of the plates were mixed thoroughly by swiiiing, and the agar was 
allowed to solidify. The plates were incubated at 37 C for 48 hours, following 
which period the gromng colonies were counted. 

Beef extract broth (pH 6.8, bacto peptone) and agar were used in most of the 
tests against the staphylococcus and widans streptococcus. However, addi¬ 
tional studies were included in which veal infusion broth (pH 7.4, bacto proteose 
peptone) containing 1 per cent sterile horse serum was used. Veal infusion 
broth containing glucose, as well as serum, was used in the tests with pneumo¬ 
cocci and S. 'pyogenes. Sterile defibrinated rabbit blood was added to the veal 
glucose agar to promote growth of the latter organisms and to facilitate counting 
of the colonies. 

In table 1 are presented typical results of the in vitro effects of 1 per cent con¬ 
centrations of the several azo derivatives and their sulfonamide analogues upon 
S, aureus and the viridans streptococcus. In order to obtain more highly con¬ 
centrated drug-broth solutions of the parent substituted sulfonamides (sulfa- 
thiazole, sulfapyridine, and sulfadiazine) for testing the organisms mentioned, 
these compounds were used in the form of then sodium salts. The pH of each 
solution or mixture in beef extract broth, as determined by the glass electrode 
potentiometer, is given in table 1. 

In general, the two azo derivatives of sulfathiazole and the parent compoimd 
gave comparable degrees of bacteriostatic activity upon S. aureus in beef extract 
medium. This relative effectiveness was reduced considerably in the presence of 
1 per cent serum when veal infusion broth was used. Although there appeared 
to be an inhibitory effect of the azo derivatives of sulfapyridme and sulfadiazine 
upon the staphylococci, this action was inferior to that exhibited by the parent 
compounds in corresponding concentrations. A similar correlation in effective¬ 
ness w^as noted between sulfanilamide and its azo derivatives. Sulfathiazole- 
azo-acetyl-2R acid was found to be the most active compound against viridans 
streptococci. This drug was followed in order of activity by sulfap 3 rridine and 
sulfathiazole. The remaining compounds gave but a suggestion of a similar 
effect upon the latter organism. 

Since the pH values of 1 per cent sodium salt solutions of the parent analogues 
of several of the compounds are somewhat higher than the pH of solutions of the 
corresponding azo derivatives, it would appear that some of the variations in 
antibacterial activities (table 1) could be attributed to the differences in pH. 
Furthermore the possibility that a partial breakdown of the soluble azo dyes to 
their corresponding active parent analogues may occur during autoclaving also 
seemed to merit consideration. Both of these points were studied amultaneously 
by first sterilizing concentrated aqueous solutions of all drugs by heating them in a 
boiling water bath 2 to 3 minutes, following which time the appropriate amount 
of the solutions was added to the sterile nutrient broth to give a final concentra¬ 
tion of 1 per cent of the sulfonamides. A complete series of drug-broth and con¬ 
trol broth media lacking a drug was adjusted to pH 7.80 (1 per cent sodium sulfa¬ 
thiazole in broth) and another to pH 8.90 (1 per cent sodium sulfapyridine in 
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broth) by the addition of sterile sodium hydroxide solution. With the use of 
jS. aurem as the test organism in these studies, the differences in. the degrees of 
activity of the compounds (table 2) were essentially the same as in table 1. In 

TABLE 1 


Effectsy in vitro, of the compounds upon Staphylococcus aureus 209 and viridans streptococcus 


i 

COMPOOTTB 

pH OF 1% 
DSUG- 
BKOTH 
SOLUTIONS 

1 PER CENT DRUG CONCENTRATIONS 

Staphylococcus aureus 

Yiriians streptococcus 

Beef extract broth i 

Veal broth 1% serum 

Beef extract broth 

Inoculum—organisms/ml 

43 

131 

115 

380 

5,000 

7,000 

s 

6.80 

1.7* 

3.6 

0.26 

90,000 

23,000 

29,000 

S-Az.■ 

6.80 

48,000 

130,000 

2,000 

175,000 

59,000 

54,000 

Na-ST 

7.80 

0.13 

0.36 

0.25 ; 

10,000 

4,000 

11,000 

ST-Az 

6.80 

0.20 

1.2 

14 

2,000 

300 

200 

Na-SP 

8.90t 

4.8 

15 

0.50 

60,000 

2,000 

3,000 

SP-Az 

6.85 

53,000 

25,000 

10,000 

75,000 

69,000 

67,000 

Na-SD 

7.30t 

2,000 

7,000 

3,000 

115,000 

59,000 

30,000 

SD-Az 

6.80 

54,000 

41,000 

33,000 

130,000 

58,000 

55,000 

STC-Az 

6.50 

1.0 

0.24 

700 

150,000 

34,000 

32,000 

SQ-Az 

6.70 

2,000 

27,000 

1,000 

115,000 

86,000 

86,000 

D-Az 

6.90 

- 

66,000 

21,000 

115,000 

42,000 

76,000 

Control 

i 

6.90 1 

118,000 

335,000 

125,000 

180,000 

84,000 

76,000 


Legend: S =* sulfamlamide; S-Az » suifanilaimde-azo*acetyl-2Eacid (prontosil soluble, 
'‘neoprontosil’O; J^a-ST sodium sulfathiazole; ST-Az = sulfatliiazoIe-azo-acetyI-2R 
acid;Ka>SP » sodium sulfapyridine; SP-Az — sulfapyridine-azo-acetyl-2Racid;N'a-SD « 
sodium sulfadiazine; SD-Az =* sulfadiazine-azo-acetyl-2R acid; STC-Az «= sulfatbiazole- 
disazo-syiainetrical-carbarmde-2R acid; SQ-Az =* 6-sulfaquinoline-azo-aoetyl-2E acid; 
D-Az » dipbenyl-suIfone-disazo-acetyl-2R acid. 

* Figures, expressed in thousands (i.e., 1.7 « 1,700, etc.), represent number of cells 
per ml after 24 hours’ incubation in broth -}- sulfa drug, 
t Saturated solutions, 

— no test made. 

subsequent tests similar results were obtained when unheated, sterile, Seitz- 
filtered solutions were used. 

The effects of 5 X 10“^ molar (m/ 2,000) concentrations of the several com¬ 
pounds upon types I, II, and III pneumococci and S, pyogmes C-203 are sum¬ 
marized in table 3. These data indicate that molar equivalents of the two azo 
derivatives of sulfathiazole, 6-sulfaqumolme-azo-acetyl-2R acid, and sulfathiazole 
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itself were equally effective in inhibiting and, in some instances, in completely 
destroying the test organisms. Similar effects against the pneumococci i¥ere 
obtained with sulfapyridine, its corresponding azo derivatives, and diphenyl- 
sulfone-azo-acetyl-2E. acid. However, a corresponding degree of activity upon 
S. pyogenes was not evidenced with the latter compounds. In general, sulfa- 
diazine-azo-acetyl“2H acid was far inferior to sulfadiazine in inhibiting the 

TABLE 2 


Effects^ in vitro^ of the compounds upon Staphylococcus aureus in broth adjusted to various 

pH values 


COMPOUND 

pH 

pH 

UNADJUSTED 

pH 

ADJUSTED TO 7.80 

pH 

ADJUSTED TO 8.90 

Inoculum—organisms/ml 

130 

116 

52 

S 

6.80 

3.6 

12 

3.6 

S-Az 

6.80 

130,000 

182,000 

3,0(K) 

Na-ST 

7.80 

0.36 

1 10 

1.8 

ST-Az 

6.80 

1.2 

6.1 

0 

Na-SP 

1 8.90t 

15 

90 

7.4 

SP-Az 

6.85 

25,000 

63,(K)0 

20,000 

Na-SD 

7.30t 

7,000 

3,000 

110 

SD-Az 

6.80 

41,000 

75,000 

65,000 

STC-Az 

6.50 

0.24 

40 

0 

SQ-Az 

6.70 

27,000 

16,000 

- 

D-Az 

6.90 

56,000 

156,000 

- 

Control 

6.80 

335,000 

675,000 

540,000 


See legend under table 1. 
0 « no growth, 
t Saturated solutions. 


growth of this organism. A still greater divergency in the extent of bacterio¬ 
static activity was noted between sulfanilamide and its corresponding azo 
derivative. 

Studies on Brucella organism, A different test procedure was used in studies 
on the Brucella organisms, A concentration of 1.0 per cent of the drugs was pre¬ 
pared in tryptose phosphate broth containing 0.1 per cent agar. Serial dilutions 
were made in the same medium to include dilutions of 1:200,1:400,1:800, and 
1:1,600. After autoclaving, to each tube containing 5 ml of test solution was 
added a 4-mm loopful of a 24-hour broth culture of either BruceUa aiortuSy 
Brucella melitensis, or BruceUa suis. The tubes were incubated at 37 C and ob¬ 
served for visible growth at time intervals of 24,48, and 72 hours. Tub^ show- 
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ing no growth after 72 hours were tested for bactericidal action by transferring 
three 4-mm loopfuls to a tube of sterile tryptose phosphate agar broth. The 
results of this study are presented in table 4. 

It will be observed that in general the azo derivatives compare in activity to 
equivalent weight concentrations of their respective parent sulfonamides in 
inhibiting the growth of the Brucella organisms. Broth dilutions of approxi¬ 
mately 1:800 of all compounds proved to be bacteriostatic, and some were found 
to have a definite bactericidal effect against this group of gram-negative bacilli. 

TABLE 4 


Highest dilution of compounds showing antibacterial activity against Brucella organisms 


COMTOUND 

B. ABORTXTS 

B. MELITENSIS 

B, 

SUIS 


Bs 

Be 

Bs 

Be 

Bs 

Be 

Na-S 

1:400 

1:400 

1:800 

1:400 

1:1,600 

1:2(K) 

S-Az 

1:800 

<1:100 

1:400 

<1:100 

1:800 

<1:100 

Na-ST 

1:1,600 

1:800 

1:1,600 

1 1:400 

1:800 

1:400 

ST-Az 

1:1,600 

1:200 

1:800 

1:200 

i 

1:200 

<1:100 

Na-SP* 

1:400 

1:400 

1:800 

1:400 

1:1,600 

1:200 

SP-Az 

1:400 

<1:100 

1:400 

<1:100 

1:400 

<1:100 

Na-SD 1 

1:600 

1:100 

1:1,600 

<1:100 

1:800 

<1:100 

SD-Az 

1:800 

1:100 

1:800 

1:400 

1:800 

1:100 

STC-Az 

1:800 

1:400 

1:800 

1:400 

1:800 

1:100 

SQ-Az 

1:800 

<1:100 

1:1,600 

1:100 

1:800 , 

<1:100 


See legend under table 1. 

Na-S = sodium sulfanilamide. 

Figures represent actual dilutions bacteriostatic (Bs) or bactericidal (Be). 

<1:100 — concentrations greater tban 1:100 not tested. 

IN VIVO METHODS 

Chemotherapy of experimental streptococcal and pneumococcal infections in mice, 
Male albino mice weighing approximately 20 grams were inoculated intraperi- 
toneally with 0.3 ml of a saline suspension of an 18-hour, veal glucose serum broth 
culture of either jS. pyogenes C-203 or type II pneumococcus. The animals were 
medicated by means of a stomach tube 1|, 7,12, 24, 32, and 48 hours after in¬ 
fection, and once daily thereafter until death occurred or up to and including the 
tenth day. The preparations were administered as a suspension or solution in 
0.25 to 0.5 ml of milk. The results of studies in which sulfapyridine and its 
corresponding acetyl-211 acid derivative wmre used are presented in table 5. 

It is apparent from the data given in table 5 that the sulfapyridine component 
of the azo sulfonamide is the portion of the molecule responsible for prolonging 
life or protecting the mice from experimental streptococcal and pneumococjcal 
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infections; when gram equivalents of the two compounds are used, the parent 
sulfonamide is more effective in protecting the animals. 

Chemotherapy of experimental Brucella abortus infections in mice, Kohner 
(1940) tested five sulfonamides in the treatment of acute brucellosis in mice in¬ 
fected with B. abortus and obtained favorable therapeutic results with all of them. 
The compounds included sulfanilamide and its azo derivative neoprontosil. 
Both compoimds appeared to be about equally effective in increasing the survival 
rate of infected mice. In our study the chemotherapeutic value of sulfadiazine 
and its azo derivative was compared in a similar brucellosis infection in mice. 

TABLE 5 


Chemotherapy of beta hemolytic streptococcus and type II pneumococcus infections in mice 


ORGANISM ANB COMPOUND 

NUMBER 

MICE 

DOSE 

SURVIVAL IN HR 

survival: 
10-DAY % 
OP SERIES 

Single 

Total 

Range 

Median 



mgIH 

gfhg 




Beta hemolytic streptococcus 







C-203 







Sulfapyridine 

10 1 

25 

0.35 

80-164 

96 

70 


10 

100 

1.40 



100 


10 ! 

250 

3.50 



100 

Sul fapyridine azo-acetyl-2R 

10 

25 

0.35 

21-240 

53 

20 

acid 

10 

100 

1.40 

44-72 

60 

70 


10 

250 

3.50 

220 

220 

90 

Control—no drug 

10 



10-24 i 

14 

0 

Type II pneumococcus 







Sulfapyridine 

10 

250 

3.50 

50-94 

74 

20 


10 

500 ’ 

7.00 

48-196 

78 

20 


15 ! 

i 

1,000 : 

14.00 

76-160 

116 

40 

Sulfapyridine azo-acetyl- 

10 

1,000 

14.00 

66-116 

71 

10 

2E. acid 

10 

2,000 

28.00 

68-240 

91 

40 

Control—no drug 

10 



25-71 

40 

0 


Male albino mice weighing approximately 20 grams were injected intraperi- 
toneally vdth 0.2 ml of a saline suspension of a 24-hour tryptose phosphate agar 
slant culture of B. abortus. With the ^exception of one group of 10 mice, the 
animals were medicated by means of a stomach tube immediately after injection, 
4 hours later, and twice each day thereafter for a total period of 14 days. The 
other group of mice was maintained on the same medication schedule, but the 
drug was administered by the subcutaneous route. The observation period con¬ 
tinued for a total of 18 days. The drugs were administered as an aqueous solu¬ 
tion or suspension. 

Kolmer obtained his best therapeutic results against 5. abortus infections in 
mice with the sodium formaldehyde sulfoxylate derivative of sulfanilamide, 
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which produced a survival of 56.2 per cent. In our tests sulfadiazine therapy 
showed a survival of 70 to 75 per cent, and the azo derivative of sulfadiazine 

TABLE 6 


Chemotherapy of Brucella abortus infections in mice 


COMPOUND 

NUMBEK 

MICE 

DOSE 

SUSVIVAI,—HOUSS 

SURVIVAL— 
IS DAYS % 
OP SERIES 

Single 

Total 

Range 

Median 



mgfkz 

mg/mouse 




Sulfadiazine 

20 

100 oral 

56 

144-168 

156 

70.0 


20 

50 oral 

28 

236 

236 

75.0 

Sulfadiazine azo-acetyl- 

30 

100 oral 

56 

236 

236 

80.0 

2R acid 

20 

50 oral 

28 

96-120 

108 

80.0 


10 

100 subq. 

56 

168 

168 

70.0 

Control—no drug 

30 



96 

96 

23.3 


TABLE 7 


Effect of azo sulfonamides upon bacterial flora {E, coli) of intestinal tracts of mice 


TEST DAY 

DESOXYCHOLATE AGAR PLATE (e. COLI) COUNT GROUP NO. (REPRESENTING 5 MICE EACH) 

1 

2 

3 

. 4 


Nonna! diet 

3rd 

I 

i 

H 


I 


Snlfathiazole-azo-acetyl started on 3rd day 

Sulfanilamide-azo-acetyl started on 3rd day 

6th 

20 

20 

! I 

I 

7th 

0 

0 

I 

I 


Normal diet begxm on 7tli day 

9th 

I 

I 

I 

I 

13th 

I 

T ! 

I 

I 




Sulfatbiazole-azo-acetyl started on I3tli day 

16th 

_ 

— 

0 

0 

19th 

— 

— 

0 

0 


Nonnal diet begun on 19tli day 

22nd 

— 

_ 

T 

I 

26th 

j 

1 

I 

I 


Legend: I innumerable (too many to count); T » thousands; H *=* hundreds; figures 
represent actual number of lactose-fermenting colonies in plate; 0 « no lactose-fennent-^ 
ing colonies observed; ~ no test made. 


cau^d a survival of 80 per cent. Oral medication of the azo compound appeared 
to be sli^tly more effective than subcutaneous administration. 
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Effects of azo sulfonamides upon intestinal coliform organisms in mice. Marshall 
Gt al, (1940) noted that the incorporation of suifanilylgiianidine in the diet of 
normal mice would cause a distinct reduction in the usual number of coliform 
organisms in the stools. Subsequent studies from our laboratories (Lawrence 
and Sprague, 1941) confirmed the observations of Marshall and his coworkers on 
suifanilylgiianidine. We noted, in addition, that sulfathiazole and sulfapyridine 
also caused a significant reduction of the number of coliform organisms normally 
present in the intestinal excreta of mice. Sulfanilamide, on the other hand, 
proved to be entirely ineffective in lowering the fecal Escherichia coli count of the 
animals. 

In the present study several of the azo suKonamides were tested for their ability 
to reduce the E. coli population in the stools of mice. A slight modification from 
the procedure used previously was made in the method for determining the effects 
of the compounds upon coliform organisms. Instead of plating fecal suspensions 
from each individual animal, approximately equal weights of stool specimens 
from each of a group of five animals were pooled, emulsified, and then plated in 
desoxycholate agar. Otherwise, the technique for estimating antibacterial ac¬ 
tions of 1 per cent drug diets was the same as described before. Table 7 presents 
the results of a t 3 q>ical experiment using the azo derivatives of sulfanilamide and 
sulfathiazole. Note should be made of the observation that the azo compounds 
were excreted in the urine as well as in the feces as evidenced by the red pig¬ 
mentation of the excreta. 

From the data given in table 7 it will be noted that sulfathiazole azo-acetyl-2R 
acid caused a distinct lowering or complete disappearance of the E. coli flora of 
the medicated animals. The same attribute, however, was entirely lacking when 
the azo derivative of sulfanilamide was used. The data, furthermore, reveal 
that the same group of animals which failed to respond to the latter compound 
wmuld, nevertheless, show a lowering of coliform organisms when placed on an 
azo sulfathiazole diet. Sulfadiazine azo-acetyl-2R acid gave results comparable 
to those obtained with the sulfathiazole derivative, w^hereas the azo analogue of 
sulfapyridine w^as somewhat less effective. 

DISCUSSION 

The limited solubility of the commonly known sulfonamides in aqueous solu¬ 
tions has resulted in the use of the sodium salts of the compounds when relatively 
high concentrations of the drugs are desired. The principal objection to the use 
of the sodium sulfonamides in wound therapy, irrigations, or in topical applica¬ 
tion has been the strong alkaline property of the compounds, with a pH of 10 or 
11, which is caustic to tissues. Fletcher (1941) irrigated the antrums of a patient 
with sodium sulfathiazole and noted that the linmg membrane was completely 
“charred’^ and destroyed. He attributed this toxic effect to *the caustic action 
of the drug. 

Adams (1943) recommended the use of sulfanilamide solutions in preference to 
sulfathiazole, sulfadiazine, etc., in disinfecting infected pulp and periapical 
ledons. He concluded from his studies that the neutral soluble derivatives of 
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the latter sulfonamides were objectionable, for they are so nearly insoluble that 
they persist in the tissues long enough to become foreign body iiTitants. 

Wein et al. (1945) have recently described derivatives of sulfathiazole and 
sulfapyridine that are highly soluble, yet their local toxicity and irritant prop¬ 
erties are less than those of the sodium salts of the sulfonamides. The com¬ 
pounds, ^^soluthiazole” and “solupyridine^^ are disodium cinnamylidene dibi¬ 
sulfite derivatives of the corresponding parent sulfonamides. They were found 
to be as active as the sodium salts of sulfathiazole and sulfapyridine in strepto¬ 
coccal and pneumococcal infections in mice. High concentrations of aqueous 
solutions of the solusulfonamides gave pH values of about 8.0. 

Ten per cent solutions of many of the azo sulfonamides tested in our studies 
are readily obtainable by adding the powders to cold distilled water. In the con¬ 
centration given, the sulfanilamide, sulfadiazine, sulfathiazole, and the sulfa- 
thiazole-symmetrical-carbamide derivatives give pH values of 5.3, 6.0, 3.7, and 
7.1, respectively. The sulfapyridine and quinoline compounds are somewhat 
less soluble than the latter azo derivatives. One per cent aqueous solutions of 
the former two dyes have pH values of 6.70. 
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SUMMARY 

In vitro studies on several azo sulfonamides indicate that some of these 
soluble dyes compare favorably with their parent analogues in inhibiting the 
growth of gram-positive cocci. The azo derivatives of suKathiazole appeared 
to be the most effective dye compounds tested with respect to their bacteriostatic 
and possible bactericidal actions on several of the organisms studied. FoUo^ving, 
in order of diminishing activity, were the azo derivatives of sulfap3?Tidin€, sulfa- 
diazine, and sulfanilamide. 

Based on the assumption that the azo compounds owe their activity to the 
liberation in the animal body of the parent sulfonamides, evidence is presented 
to show that some of the azo derivatives are effective in protecting mice experi¬ 
mentally infected with pneumococci, streptococci, or Brucella abortus. 

Incorporation of the heterocyclic, nonalkaline azo sulfonamides in the diet of 
normal mice resulted in a definite reduction in the coliform flora of their intestiiial 
excreta. 
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In the bacteriological examination of dried milk products considerable atten¬ 
tion has been given to the elimination of particles of undissolved lYiilk that might 
interfere with the counting of colonies on agar plates. Roller-dried mil k and dried 
acid milk products have presented the greatest difficulty in this respect, but 
spray-dried milk has been relatively easy to reconstitute into solution. Warm 
water (Macy, 1928; Downs et al., 1932; Standard Methods for the Examination 
of Dairy Products, 1941) and n/10 or n/5 lithium hydroxide (Prickett and Miller, 
1932, 1933; Prickett, 1939; Standard Methods for the Examination of Dairy 
Products, 1941) have usually been used to solubilize the more insoluble powders 
during reconstitution. Indeed, more attention has been given to the foregoing 
aspects than to the effect of the various reconstituting methods upon the bac¬ 
terial cells themselves. 

Hiscox (1945) demonstrated that spray-dried milk powders gave consistently 
much higher bacterial counts when reconstituted in Ringer’s solution at 50 C 
than with Ringer’s solution at 18 to 22 C. The increased count was obtained 
only when the solution at 50 C was added to the dry milk and not when the dry 
product was reconstituted at 18 to 22 C and then warmed to 50 C. It was sug¬ 
gested that the heat had a stimulating effect on the dry bacterial cells. Higgin- : 
bottom (1945) also observed the heat effect noted by Hiscox but believed that the 
reconstitution at 50 C of spray-dried skim milk caused a change in the colloidal 
condition of the protein suspension, and resulted in a breaking up of bacterial 
clumps. 

In the present work we have studied the effect of the temperature of reconsti- i 
tution on the colony count of spray-dried skim-milk cultures of LactohuciUus 
bulgaricm, and have attempted to show the manner in which the heat affects the ; 
colony count of the product. ; 

EXPERIMENTAL 

The culture used in these studies was Lactohcmllus hulgaricus no, LB2, a cul¬ 
ture maintained in this laboratory for a number of years. On agar media, as 
described later in the paper, it formed a characteristic irregularand somewhat 
fuzzy type of colony about 2 mm in diameter, and conformed to the general 
characteristics of this species (Bergey et ah, 1939). Skim-milk cultures of this 
organism were spray-dried, and, in order to facilitate handliag, the dried culture 
was usually blended with dried whey. Some of the work also was with tablete^ 
prepared from the blended culture, 

i We wish to thank Hynson, Westcott, and Running, Inc., Baltimore, Maryland, for 
siippl3dng us with these tablets. 
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The cultures were examined for viable counts by weighing 11 g or 1 g into a 
dry, wide-mouth 8-oz jar, equipped with a screw top containing a rubber gasket. 
In the examination of the tablet cultures, the tablets were ground in a sterile 
mortar before reconstitution. Then 99 ml of reconstituting fluid were quickly 
added, and the mixture was immediately shaken vigorously 50 times over a 
distance of about 1 foot. It was allowed to stand 5 minutes at the temperature 
of reconstitution, a water bath being used to maintain temperatures above that 
of room temperature during the holding period. This was followed by a second 
shaking of 50 times, and the reconstituted sample was diluted in water blanks at 
room temperature and plated. Dilutions were prepared so that 1 ml of a given 
dilution was in each culture dish. Counts were made with duplicate or triplicate 
plates. About 15 ml of agar medium were used per plate for mixing with the 
sample, and after solidification a second portion of about 10 ml was used as an 
overlay. Plates were incubated 2 to 3 days at 37 C. No increase in counts was 
obtained when incubation was for longer times. 

In counting the viable cells of L. bulgaricus we usually used special whey agar, 
according to the formula of Farr (1935) with several minor changes. This 
medium is prepared as follows: 

1. Preparation of special whey. Heat fresh skim milk at 18 to 20 pounds’ steam 
pressure for 3 hours. Filter through no. 12 Whatman filter paper. Sterilize in 
convenient amounts, 

2- Preparation of the agar medium. Formula: 


Special whey. 50.0 ml 

Agar-agar. 1.5 g 

Gelatin. 0.3g 

Proteose peptone (bacto). 0.5 g 

Glucose. 0.3 g 

Sucrose. 0.3 g 

Distilled water. 50.0 ml 


Mix all ingredients except the agar and heat 10 minutes in the steamer j adjust 
to pH 6.6; filter through no. 12 Whatman filter paper; add an equal volume of 3 
per cent melte\i and filtered agar; sterilize 20 minutes at 15 pounds’ steam 
pressure. 

In addition we have used BBL trypticase sugar agar as formulated by Mc¬ 
Laughlin (1946) with essentially the same results. 

RESULTS 

The reconstitution of different forms of the spray-dried L. bulgaricus culture 
in water at 50 G, compared with reconstitution in water at room temperature 
(21 to 25 C), showed that the former temperature always gave a higher colony 
count (table 1). Although there were some variations in the increase in counts 
of the culture at a given age, the older cultures showed much higher increases 
than the freshly dried ones. Reconstituting fluid tempered to 37 C and 43 C 
also gave higher colony counts than were obtained when reconstitution was at 
31 to 25 C, and the counts were essentially those obtained by using 50 C 
reconstitution. 
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Since warmed water is generally used for reconstitution to aid in the solubility 
of milk powders, it might be expected that the increased counts obtained by the 
use of water at 50 C were caused by more bacterial cells being liberated from milk 
particles as a result of the increased solubility of the powder at 50 G. If this 
were the effect of the heat, the use of nontoxic solutions that would dissolve the 
milk particles at room temperature should thereby increase the colony count by 
liberating any entrapped bacteria. In a survey for such a fluid it was found 
that 0.5 per cent sodium citrate at 50 C and at 21 to 25 C effected complete 
solution of the various forms of the dried skim-milk culture of L. bulgariciiSj 

TABLE 1 


Increase in the colony count of dried shim-milk cultures of L. hulgaricus (of different ages) 
when reconstituted in water at 50 C compared with water at room temperature 

(B1 to 25 C) 


CtrLTUItE 

THE ItATIO OF THE COLONY COUNT PEE G AT 50 C TO THE COLONY COUNT 

PEE G AT 21 TO 25 C 

Fresh (1 to 4 
days) 

3 months 

6 months 

12 months 

IS msthon 

Blended 54. 

1.78 ! 





Spray-dried 56. 

1.52 





Blended 53. 

1.43 

1.77 




Tablet 53. 

1.51 

1.89 




Spray-dried 53. 

1.72 


3.94 



Tablet 52.*. 


2.06 

1.38 



Blended 52. 


2.16 

4.08 



Blended 49. 



4.78 

1 

. 


Tablet 49. 



2.16 



Blended 50. 



2.16 



Tablet 50. 



4.94 



Blended 51.1 



3.13 



Blended 46. 




4.47 


Tablet 47. 




2.87 


Blended 48. 




3.79 


Spray-dried 48. 





5.93 

Blended 47.. 




4.09 

4.40 

Averaere. 

1.59 

1.97 

3.32 

3.81 

5.17 


and did not show toxic effects when reconstituting this culture- Other reconsti*- 
tuting fluids tried were sterile skim milk, which gave results comparable to 0.5 
per cent sodium citrate; 0.05 per cent nacconol, which was slightly toxic; and 
n/ 10 lithium hydroxide, which was very toxic. The results (tables 2, 3, and 4) 
showed that, although the dry culture was in solution with the 0.5 per cent sodium 
citrate, reconstitution at 50 C with the same fluid resulted in obtaining a much 
higher colony count- 

Microscopic examination of reconstituted spry-dried cultures confirmed the 
fact that reconstitution in water at 50 C results in solution of more skim-milk 
particles than when water at room temperature is used. The use of 0.5 per cent 
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TABLE 2 


The effect of reconstituting dried L. hulgaricus at room tem'peraiure and then warming to 50 C 


CTJLTDIiE 

KECONSTITXJTING SLITID 

BECONSTITUTEO 

AT R. T. AND 
HELD AT a. T. 

EECONSTITUTSD 
AT a. T. AND 
HEATED TO 50 C 

RECONSTITUTED 
AT SO C AND 
HELD AT 50 C 



millions/g 

millions/g 

milUons/g 

Blended 47 

Distilled water 

2.31 

GO 

5.5 

Blended 50 

Distilled water 

45.0 

34.0t 

95.0 

Blended 47 

Distilled water 

1.32 i 

1.64t 

5.80 

Spray-dried 48 

0.5% sodium citrate 

16.4 

18.8{ 

64.0 


Heated to 50 0 in 10 minutes; held at 50 C 5 minutes, 
t Heated to 50 C in 8 to 10 minutes, 
t Heated to 45 C; held in 50 C bath 5 minutes. 


TABLE 3 

The effect of using an intermediate dilution for heat-treating L. hulgaricus after reconstitution 
of the dry culture at room temperature 


CULTURE 

i 

1 

RECONSTITUTING FLUID 

RECONSTITUTED 

AT ROOM TEMPERA¬ 
TURE (21 TO 25 C) 

RECONSTITUTED 
AT ROOM temper¬ 
ature; NEXT DI¬ 
LUTION AT 50 C 

reconstituted 
so c 



millions/g 

milHons/g 

millions/g 

Spray-dried 48 

0.5% sodium citrate 

16.4 

15.3 

64.0 

Blended 47 

Distilled water 

1.32 

1.24 

5.80 

Spray-dried 48 

Distilled water 

7.7 

7.8 

52.0 


TABLE 4 


The effect of reconstituting dried L, hulgaricus at 50 C on the colony count and activity in 
skim milk compared with reconstitution at M to 25 C 


CULTURE 

METHOD OF RECONSTITUTION 

COLONY 
COUNT OF 


ACIDITY IN SKIM MILK 



DRY 

CULTURE 

20 hr 

24 hr 

29 hr 

49 hr 



millions/g 

% 

% 

% 

% 

Blended 47 

Water at 21 to 25 G 

1.46 

0.33 

0.47* 



(Expt. 1) 

Water at 50 C 

6,55 

0,60 

0.93 

1.35 

2.04 


0.5% sodium citrate at 
21 to 26 C 

2.09 

0.53 

0.81 

1 1.16 

1.86 


0.5% sodium citrate at 
50 0 

6.35 

0.61 

0.94 

1.40 

2.06 

Blended 47 

'Water at 21 to 26 C 

2.35 

0.37 

0.72 

0.80 


(Expt. 2) 

Water at 50 C 

4.40 

0.40 

0.90 

1.20 



Skim milk at 21 to 26 C 

mBm 

0.39 

0.81 

1.00 



Skim milk at 50 C 


0.45 

0.99 

1.30 

— 


^ Abnormal fermentation. 


sodium citrate, either at 50 C or room temperature, effected complete solution of 
all particles of skim milk. There was no difference in the cell count, however, 
as determined by counting a suitable dilution in a blood counting chamber, 
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whether the culture was reconstituted at 50 C or at room temperature, and there 
was no difference in the clumping of individual cells, most of them existing singly 
or in pairs, particularly in the 0.5 per cent sodium citrate in which solution was 
complete. Centrifugation tests on the reconstituted powder showed essentially 
the same effects of the heat and sodium citrate on the solubility of the cultures, 
although it was not felt that it measured these effects as accurately as the micro¬ 
scopic examinations. These results indicated that the heat had a stimiilatoiy 
or activating influence on a very large number of the dry cells when the culture 
was reconstituted at 50 C. 

The effect of the heat on increasing the colony count w^as evident only when the 
original dry culture was reconstituted with fluid tempered to 50 C. • Thus it was 
not possible to obtain the increased count by reconstituting the dry culture in 
fluid at room temperature and then warming the mixture, using mild stirring, to 
50 C (table 2). The culture ^‘spray-dried 48’’ was reconstituted at room tem¬ 
perature and then heated to 45 C before the holding period in the 50 C bath was 
started, since it was observed that adding 99 ml of fluid at 50 C to a 1-g sample 

TABLE 5 


A comparuon of the effects of the reconstitution temperature on the colony counts of freeze-dried 
and spray-dried skim-milk cultures of L, hulgaricus 


CXJITXJKE 

HECONSTITUTING ILUID 

JtECONSTITUTED AT 
EOOM TEMPEKATOKB 

KECONSTITtlTEB AT 

SO c 



millions/g 

millions/g 

Freeze-dried 56 

Distilled water 

2,070 

840 

Freeze-dried 56 

0.6% sodium citrate 

1,970 

800 

Spray-dried 56 

Distilled water 

910 

1,380 

Spray-dried 56 

0.5% sodium citrate 

780 

1,270 


caused the temperature to drop to 45 C. In these experiments reconstitution at 
room temperature followed by wanning to 50 C gave colony counts of the same 
magnitude as those reconstituted and held at room temperature. Keconstitu- 
tion at 50 C gave the usual large increase in counts. These data indicated that 
the heat must be applied as a shock to the dried cultures in order for it to have ii» 
effect in stimulating or activating the cells. These observations are in accord 
with those of Hiscox (1945) in her study on the plate count of milk powders. 

Further evidence that the heat must be applied to the dry culture at the time 
the cells are being rehydrated was gained by preparing an intermediate dilution 
in water at 50 C (table 3). In these experiments the dry culture was reconsti¬ 
tuted in water or 0.5 per cent sodium citrate at room temperature in the usual 
manner. The next dilution was then made in water at 50 C and held 5 minutes 
at 50 C before the next dilutions in water at room temperature were prepared. 
The data so obtained diowed that this treatment gave no increase in count over 
the preparation of all dilutions at room temperature. Reconstitution at 50 0, on 
tire oiher hand, gave the usual increase in colony counts. 

The activity of dry cultures after reconstitution at 60 C and room temperature 
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was measured by inoculating 1 ml of the reconstituted culture (11 g blended 
culture in 99 ml fluid) into 99 ml of sterile skim milk, followed by incubation of the 
milk at 37 C. The titratable acidity of the milk cultures was then measured at 
various intervals (table 4). As wwld be expected, the cultures reconstituted at 
50 C developed acidity more rapidly than those reconstituted at room tempera¬ 
ture, a fact which indicated that the cells activated by the heat were physio¬ 
logically active in the skim milk as well as in the agar plating medium. 

Part of one batch of skim-milk culture of L. hulgaricus was free^ze-dried the 
same day that the main part was spray-dried, giving a culture of the same age 
but dried by the two methods. The spray-dried culture gave a substantially 
higher count when reconstituted at 50 C than when reconstituted at room tem¬ 
perature. The freeze-diied culture, however, when reconstituted at 50 C gave 
a lower count than when reconstituted at room temperature (table 5). Re¬ 
constituting the freeze-dried powder with ice water failed to give any better 
colony count than reconstitution with water at room temperature. 

DISCUSSION 

The results of this study have shown that heat has an activating influence on 
the dry cells of a spray-dried skim-milk culture of L. hulgaricus when these cells 
are reconstituted. That the heat has a deleterious effect on a freeze-dried skim- 
milk preparation of the same culture indicates a marked difference in the cells 
when dried by the two methods. No explanation of the diffei'ences in the cells 
is presented at this time. It appears, however, that the heat applied in the spray¬ 
drying process leaves many of the cells in a condition in which they can be acti¬ 
vated by rehydration in the presence of heat. What vital part of the cell— 
whether physical or enz 3 nnatic—^responds to this treatment remains to be 
determined. 

The surprising results are that heat applied, after the dry cells have once been 
reconstituted in cold liquid, does not have the activating effect observed when 
the cells are reconstituted in warmed liquid. Thus, whatever is activated by the 
heat is so affected by the shock obtained during reconstitution in warmed liquid. 
Heating the dry culture to 50 C did not cause any activation, but an actual 
destruction of some of the cells. 

It should be noted that Allen (1923) observed that a liquid culture of a micro¬ 
coccus after being heated at 145 F for 30 minutes reduced its generation time from 
5 hours, 25 minutes to 2 hours, 7 minutes after the heating. Similarly, Voss and 
Frazier (1945), using a skim-milk culture of Streptococcus thermophilus, found 
that the generation time of this culture was reduced from 40 and 42 minutes to 24 
and 29 minutes, respectively, after heating at 60 C 30 minutes. Although these 
data were secured with liquid cultures and are scarcely applicable to dried cul¬ 
tures, they do show that heat can have a definite stimulatory effect on the re¬ 
productive mechanism of cells of certain species. Rather than causing an accel¬ 
eration ha the rate of reproduction, the heat apparently only activated into 
normal growth a large number of the spray-dried cells of L. hulgaricm. 
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SUMMARY AND CONCLUSIONS 

Ill spray-dried skim-milk cultures of Lactohdcillus hulgo/ricus a large miniber of 
cells that failed to grow when the temperature of the reconstituting fluid was 
21 to 25 C were activated sufficiently to produce normal growth when the tem¬ 
perature of the reconstituting fluid was 37 to 50 C. men the culture was re¬ 
constituted at 21 to 25 C and warmed to 50 C, the activating effect of the heat 
was not obtained. 

The increase in the colony count resulting from reconstitution at 50 C over 
reconstitution at 21 to 25 C could not be explained by an increase in the solubility 
of the powder, nor an increase in the dispersion of the cells. 

Reconstitution of dried L. bulgaricus at 50 C with subsequent inoculation into 
skim milk showed greater activity in the skim milk, particularly in the early 
stages of growth, than was obtained when the culture was reconstituted at 
21 to 25 C. 

Freeze-drying part of a skim-milk culture that wms also spray-dried showed that 
cells in the freeze-dried culture were not only not activated by reconstitution at 
50 C but that this temperature actually was lethal to many of the cells. This 
suggested a physiological difference between freeze-dried and spray-dried cells 
of L. bulgaricus, since the latter were markedly activated by heat. 
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Following Hartman, who first suggested the use of Sudan black B, in place of 
red Sudans, as a bacterial fat stain (Hartman,. 1940), Burdon, Stokes, and Kim¬ 
brough (1942a) confirmed the greater value of this dye and modified the pro¬ 
cedure for demonstrating intracellular fatty material in bacteria by preparing, 
from suspensions of the organisms in alcoholic Sudan black B solution, dri^ 
films counterstained with safranine. Previously it had been thought that dried, 
fixed films were entirely unsuitable for fat stains (LeAvis, 1941). 

These permanent films Avere regarded as an obvious improvement over the Avet 
preparations used by earlier workers, and they were shoAvn to be of practical aid 
in the classification of aerobic sporeforming bacilli (Burdon, Stokes, and Kim¬ 
brough, 19426), but the staining method still had a number of undesirable 
features. 

Further experimentation has resulted in the development of the much superior 
procedure to be described here. The new method is not only simpler, requiring 
no more effort than a gram stain, but it is also far more rewarding, for the films 
now reveal clearly intracellular lipid matter that previously has not been seen or 
even suspected. The improved stain has increased differential value. More^ 
over, its application to various bacteria has resulted in certain general findings of 
unusual interest. 

SUBAISr BLACK B FAT STAIN FOR FIXED PREPARATIONS 

Technique. 1. Prepare the film, let it dry thorou^ly in the air, and fix it by 
heat in the usual way. (Chemical fixation has no special advantages and may 
result in some loss of demonstrable lipid.) 2. Flood the entire slide vdth Sudan 
black solution (0.3 g of the powdered stain^ in 100 ml of 70 per cent ethyl aclohol), 
and allow the slide to remain undisturbed at room temperature for 5 to 15 min¬ 
utes. (A staining period of less than 5 mmutes will often suffice, but the intm- 

^ Presented, in part, before the 45th General Meeting of the Society of American Bac¬ 
teriologists at New York, N. Y., May 3,1944. 

* The original, imported Sudan black B dye is not available commercially at the time of 
writing. But recently the National Aniline Dirision, Allied Chemical and Dye Corpora¬ 
tion, 40 Rector Street, New York 6, N. Y., has developed a duplicate of this stain, and the 
company promises to have a supply of the American-made Sudan black B on the market 
shortly. In my hands this new product has given results equal to those obtained with the 
imported dye. The writer is indebted to Dr. H. J. Conn, president of the Biological Stain 
Commission, for Ms kindness in nmMng various dye samples available for comparative 
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cellular lipid is colored somewliat more intensety when the staining is continued 
for 5 minutes or longer. No further staining apparently occurs after the 
solution precipitates and turns a greenish or brownish color, but no harm is done 
if the stain is allowed to dry completely over the film. 3. Drain olf excess 
stain and blot the slide thoroughly dry. 4. Clear the slide with cp xylol by 
dipping it in and out of the solvent in a Coplin jar or by adding xylol from a 
dropping bottle. Blot the cleared slide dry. 5. Comiterstain with safranine 
(0.5 per cent aqueous solution) for 5 to 10 seconds (for ordinary bacteria or fungi), 
or with dilute carbol fuchsin (Ziehhs carbol fuchsin diluted 1:10 mth distilled 
water) for 1 to 3 minutes (for acid-fast organisms). (Overstaining with the 
counterstain must be avoided). 6. Wash in water, blot, and dry the slide. 

Comment. After the bulk of the dye has been dissolved, the Sudan black B 
solution should be thoroughly shaken at intervals, then allowed to stand over¬ 
night before use. It remains good for several months at room temperature, 
provided it is kept in a well-stoppered, chemically clean container. 

The entire slide is flooded vith the staining solution to prevent the too rapid 
evaporation that otherwise occurs. (For reasons not entirely understood, the 
staining is generally unsatisfactory when slides are immersed in the Sudan black 
B solution in a Coplin jar.) Since the cellular lipid in most organisms takes up 
the characteristic blue-black color almost at once, it is possible to complete the 
whole fat-staining procedure within a minute or two if desired. On the other 
hand, if the technician is occupied mth other tasks, the stain may simply be 
allowed to dry on the slide; then the clearing wdth xylol and counterstaining may 
be carried out later at a more convenient time. If the Sudan black B solution 
is allowed to stand on the slide for about 15 minutes and is then set afire by apply¬ 
ing the Bunsen flame to the fluid, followed by blotting and xylol-clearing as usual, 
the intracellular fat in some organisms (e.g., gonococci) is brought out more 
clearly. Ordinarily, this step is unnecessary. 

Examination of the cleared preparation without counterstaining is sometimes 
interesting and revealing. Care should be taken to avoid obscuring very tiny 
fat droplets by too strong a counterstain. Films must be examined with the 
oil immersion lens under critical illumination. To discern the smallest lipoid 
particles the observer must have a good sense for the color distinction between 
the blue-black or blue-gray of the fat droplets and the pink of the counterstain. 

RESULTS OE APPLYING THE STAIN TO VARIOUS SPECIES OF BACTERIA 

AND FUNGI 

Methods. The stain has now been applied to films from cultures of virtually 
all the chief species of bacteria, and of many fungi. In order to obtain a general 
picture of the occurrence of demonstrable intracellular lipid in these organisms 
and to permit a comparison between species in this respect, films were made from 
all cultures at approximately the same stages of growth, i.e,, in early maturity 
(12 to 24 hours old). For the purpose of this preliminary survey, the organisms 
were grown on the media customarily employed for routine cultures of the species 
concerned, such as plain extract or infusion agar, potato slants, blood or ascitic 
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fluid agar (for pneumococci, streptococci, gonococci, etc.), Loeffler’s serum slants 
(for the Corynelacterium group), blood agar slants or thioglycolate media (for 
anaerobes), coagulated egg media and glycerine agar (for acid-fast bacilli), and 
Sabouraud's medium (for fungi). The majority of the films were made from 
stock cultures, under conditions permitting accurate comparisons. A smaller 
number of observations were made on preparations from primary (mixed) 
cultures, derived from the dust or from the throat, skin, etc., of human beings, 
and on direct films from the human mouth or from sputum, pus, and the like. 

General findings. The films shovred that fatty material staining with Sudan 
black B is present, often in conspicuous amounts, in the great majority of micro¬ 
organisms, whether aerobic or anaerobic, saprophytic or parasitic, pathogenic 
or nonpathogenic, and that it is to be seen in a considerable number of bac¬ 
teria—such as the diphtheria bacilli, anaerobic sporeforming bacilli, and the 
common species of cocci—^which have been described in the earlier literature as 
lacking any microscopically demonstrable fat (Lewis, 1941). The preparations 
revealed in a striking way the abundant lipoid matter in fungi of all kinds. 

Intracellular lipid was observed in organisms in primary cultures, as well as in 
pure stock cultures, and some bacteria and fungi in films made directly from body 
surfaces or excretions were found to contain typical fatty inclusions. 

A high proportion of gram-positive bacteria were discovered to be fat storers. 
Many familiar varieties of gram-negative bacteria, on the other hand, were shown 
to be free of stainable lipid when in active growth on common media. A ten¬ 
dency for saprophytic varieties to contain more fat than the parasitic species of 
the same genera was noted in certain cases, notably in Mycobacterium and 
Corynebacterium. 

It was found that the appearance of distinct intracellular fat droplets, or other 
Sudan black B staining matter, in bacteria is not influenced directly by the pres¬ 
ence or absence of glycerol, or other fermentable carbohydrate, in the medium. 
Accumulation of the intracellular lipid is affected, however, in any medium by the 
rapidity of growth, and if cell division is retarded, the relative amount of demon¬ 
strable fat is usually increased. In the case of both the aerobic and anaerobic 
sporeforming bacilli (genera Bacillus and Clostridium)^ the fatty material was 
observed to be reduced somewhat just before active spore formation began. 
A considerable amount remained, however, and often sizable fat droplets were 
seen in the tags of protoplasm around incompletely free spores. If sporuiation 
was for any reason delayed, fatty substances continued to accumulate within the 
bacilli, and this material persisted indefinitely in situ, even after the stainable 
cytoplasm had disintegrated. 

The Sudan black B not only stained all cytoplasmic^inclusions of lipoid na¬ 
ture, but also colored parts of the cell structure (apparently the cytoplasmic 
membrane) in the case of certain bacteria and fungi. 

The regularity with which fatty inclusions appeared, and the general pattern 
exhibited by aU the fat-staming material within the cells, ware found to be re¬ 
markably constant for any one kind of organism. The fat-storing habits of a 
particular species were not appreciably different in the numerous variant strains 
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observed in this study, whether the variants were naturally encountered or 
deliberately produced. 

Most impressive was the finding that, with only occasional exceptions, the 
closer the relationship between varieties of bacteria in other respects, the more 
nearly alike was their content of stainable lipid. 

Occurrence of Sudan black B staining material in particular species. The various 
organisms observed in pure culture may be divided into three groups according 
to the results of this preliminary survey of their fat-staining propensities (table 1). 

In one group (I) stainable intracellular lipid was present regularly in consider¬ 
able amounts in nearly all the mature cells whenever microscopic examination 
was made of the growth on the usual culture media. Included here are the 
larger, common species of Bacillus; all representatives of the genera Clostridium, 
Corynebacterium, and Mycobacterium; Actinomyces species and the fungi; and 
some of the more saprophytic gram-positive cocci. Also among the organisms 
regularly containing conspicuous fatty inclusions are a relatively few species of 
gram-negative bacteria, including the nitrogen-fixing organisms (Azotobacter 
and Rhizobium), and, unexpectedly, such saprophytic species as Acetobacter 
acetif Alkaligenes fecalis, and Spirillum rubrum. 

In the case of other bacteria (group II) intracellular fat-staining material was 
usually present, but the organisms in certain cultures on common media failed 
to show any fat. These organisms contained relatively small amounts of stain¬ 
able lipid at most. A clear distinction between these bacteria of group II and 
those of group I may not be borne out by further investigations. It is convenient, 
however, to place in this second group, for the present purpose, such organisms as 
the common, smaller-celled species of the genus Bacillus, the human and bovine 
tubercle bacilli, the familiar vaiieties of staphylococci, streptococci, and pneumo¬ 
cocci, and the gram-negative diplococci, which sometimes grow on the customary 
media without development of stainable lipid. 

No systematic attempt was made to discover the precise circumstances required 
for the regular formation of intracellular fat by these group II organisms. Inci¬ 
dental observations indicated, however, that at least the majority of them will 
form characteristic fatty inclusions regularly when a suitable special medium is 
provided. For example, Bacillus subtilis (Marburg) and its close relatives 
among the aerobic sporeformers rarely show more than traces of fat when culti¬ 
vated on plain or glucose nutrient agar media. Because of this the writer 
originally classified these bacilli as “fat-negative” (Burdon, Stokes, and Kim¬ 
brough, 194:2a). But intracellular lipid does appear in characteristic amount 
when cultures of the same strains are made on potato slants or on glucose starch 
agar. Similarly, Lactobacillus acidophilus apparently stores no fat in milk cul¬ 
tures, but the cells contaiued moderate amounts when they were grown on 
tomato juice agar slants. 

Finally, the remaining species form a third group made up of bacteria that 
apparently do not store demonstrable fatty material at all, as a rule, except that 
one or two tiny droplets are sometimes to be sem in occasional cdls (group III)* 
Here are to be found virtually all the chief varieties of gram-negative bacilli. 



1946 ] 


FATTY MATEEIAL IN BACTERIA ANB FUNGI 


669 


TABLE 1 

An arbitrary grouping of bacteria and fungi according to their content ofdemomirahle 

intracellular lipid 

(Based on preliminary observations of dried, fixed films stained with Sudan black B and 

counterstains) 


Group I. Patty Material Eegularly Present in Conspicuous Amounts in Nearly 

ALL THE Mature Cells 


Gram-positive bacteria 
Actinomyces hovis (1)’*' 
Actinomyces sp. (saprophytic) (3) 
Bacillus alvei (1) 

Bacillus anthracis (7) 

Bacillus cereus (65) 

Bacillus circulans (7) 

Bacillus megatherium (15) 
Bacillus mycoides (10) 

Clostridium botulinum (1) 
Clostridium histolyticum (2) 
Clostridium perfringens (2) 
Clostridium septicum (1) 
Clostridium sporogenes (4) 
Clostridium tetani (3) 


Corynebacterium diphtherias (17) 
Corynebacterium pseudodiphthericum (hoff- 
manni) (3) 

Corynebacterium xerose (7) 

Gaffky tetragena (3) 

Mycobacterium ^'leprae^^ (11) 

Mycobacterium phlei (3) 

Mycobacterium smegmatis (2) 

Mycobacterium tuberculosis (avian) (3) 
Mycobacterium tuberculosis (cold-blooded 
type) (2) 

Mycobacterium sp. (saprophytic) (8) 
Sarcina lutea (3) 

Staphylococcus citreus (2) 

Streptococcus faecalis (1) 


Gram-negative bacteria 

Acetobacter aceti (1) Chromobacterium violaceum (2) 

Alkaligenes fecalis (4) Rhizobium leguminosarum (2) 

Azotohacter beijerinkii (2) Spirillum rubrum (2) 

Azotohacter chroococcum (2) 


Pungi 

Aspergillus sp. (2) Mucor sp. (2) 

Blastomyces dermatitidis (2) Penicillium notaium (1) 

Candida albicans (2) Penicillium sp. (3) 

Coccidioides immitis (1) Phialophora verrucosa (1) 

Cryptococcus neoformans (2) Rhizopus sp. (2) 

Epidermophyton floccosum (1) Saccharomyces cerevisiae (2) 

Bistoplasma capsulatum (1) Sporotrichum schencki (1) 

Hormodendrum pedrosoi (1) Trichophyton mentagrophytes (1) 

Microsporum gypseum (1) Rhinosporidium seeberi (in tissue sections) 

( 1 ) 

Group II. Patty Material Usually Present, but Sometimes Absent in Cultures on 

Common Media 


Gram-positive bacteria 

Bacillus mesentericus (>75) 

Bacillus subtilis (Ford) (26) 

Baaliws (Marburg) (>30) 

Diplococcus pneumoniae (6) 
Lactobacillus acidophilus (2) 
Mycobacterium tuberculosis (bovine) (3) 

GrapH'me^atiye bacteria 
Mpisseria miarrhal^s (2) 


Mycobacterium titberculosis (human) (8) 
Staphylococcus alhus (3) 

Staphylococcus aureus (3) 

Streptococcus pyogenes (3) 

Streptococcus scdivarius (4) 


Neisseria mmingitidis (2) 
Neisseria pharyngis (3) 
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TABLE 1 —Continued 


Group III. Fatty Material Usually Absent, or Present in Traces Only in a Few 

Cells 


Gram-negative bacteria 
Aerobacter uerogenes (2) 
Brucella abortus (2) 
Brucella melitensis (2) 
Brucella suis (2) 

Eherthella typhosa (6) 
Escherichia coli (2) 
Escherichia communior (2) 
Hemophilus influenzae (3) 
Hemophilus pertussis (2) 
Klebsiella mutabile (1) 
Klebsiella pneumoniae (2) 
Listerella monocytogenes (1) 
Pasteurdla avi (1) 
Pasteurella equiseptica (1) 
Pasteurella pestis (2) 


Pasteurella tularensis (1) 
Proteus vulgaris (0X19) (2) 
Proteus sp. (12) 
Pseudomonas aeruginosa (3) 
Pseudomonas fluorescens (2) 
Salmonella enteritidis (2) 
Salmonella schottmulleri (2) 
Salmonella sp, (4) 

Serratia marcescens (3) 
Shigella dysenteriae (2) 
Shigella flexneri (26) 
Shigella sonnei (9) 

Shigella sp. (35) 

Vibrio cholerae (3) 


* The figure in parenthesis indicates the number of separate, pure strains observed by 
the writer to date. 


including all members of the genera Brucella, Hemophilus, and Pasteurella, as 
well as the several genera of enteric bacilli and the cholera vibrio. 

It must be emphasized that this division of bacteria into three groups in 
relation to intracellular fat is entirely arbitrary and provisional. It is based on 
films from cultures in routine media only. As the Sudan black B fat stain is 
eventually utilized by different investigators in connection with intensive 
studies of various groups of bacteria under different conditions, new information 
will be forthcoming that may well require revision of these listings. 

Characteristic intracellular distribution of the fatty material in important genera 
and species. The accompanying drawings (figures 1, 2, and 3) give some idea 
of the usual picture when organisms of various kinds are fat-stained. The 
sketches can convey only an inadequate conception of the striking appearances 
actually seen under the microscope, since they lack completeness and full pre¬ 
cision in details, and especially since there is an absence of color. 

It seems evident that Sudan black B stains more than neutral fat. It not 
only imparts a dark blue-black color to distinctly outlined intracellular fat 
droplets, but also gives a more or less intense bluish-gray tint to relatively large, 
Hi-defined areas of cytoplasm in various bacteria and fungi. Moreover, in 
certain bacteria and most fungi, it stains intensely a thin, irregular, peripheral 
line, which is clearly part of the cellular structure, and presumably is the cyto¬ 
plasmic membrane. 

Detailed descriptions will not be attempted here, but certain features of general 
interest will be pointed out. 

Batnllus-^All members of tMs genus that have been studied, including virulent 
strains of anthrads, store fat (figure 1). Certain small-celled varieties, bow- 
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evGi, do not do so in cveiy culture, and, moreover, even wlien stainable lipid is 
present in these bacilli, it is often difficult to discern. Most coninioniy the fat 
occurs in those species at the ends of the rods. 

In the larger spore bearers, however, fat forms regularly and early as tiny drop¬ 
lets along the periphery, whieffi soon coalesce into larger drops and move into the 
middle portions of the cell. The species that are otherwise closely similar (B. 
anlhracis, B . cercus, and B. mycoides) all show large central droplets. B. megather¬ 
ium, on the other hand, presents a distinctly different picture. In this case rela¬ 
tively enormous amounts of lipid are present, even in cultures only a few hours old, 
and the deeply stained fatty material occurs almost entirely in the form of numer¬ 
ous relatively small droplets, which crowd the cytoplasm but show little tendency 
to coalesce. The distinctive appearance makes this species easily recognizable. 

ClostTidiuni Considerable intracellular lipid is present in all the anaerobic spore 



Fig. 1 


bearers (figure 1). Characteristically, fat droplets occur at the extreme periphery 
of the counterstained rod, or even appear to be just outside the cells. 

Corynebacterium ,—Abundant fatty material is revealed in all the diphtheria 
bacillus group; it is especially conspicuous in C. xerose (figure 1). In this genus the 
fat stain outlines with bluish black the cell periphery and the cross septa so charac¬ 
teristic of the barred types of these bacilli. Lipid matter also appears as diffuse 
masses at the ends or edges of the cells. 

Mycohacterium —The general picture in the case of all varieties of the acid-fast 
bacilli is essentially the same There are differences, however, in the number and 
size of distinctly staining, intracellular fat droplets, and in the regularity with 
which these appear, among different varieties of these organisms (figure 3). A 
characteristic feature of the whole group is the tendency of the cells to take a light 
bluish-gray color throughout. This is in addition to the appearance of distinct, 
dark-blue droplets of fat within many of the rods. 

The human and bovine tubercle bacilli often contain many fat granules, but since 
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we have observc3<l a number of cultures showing only i.raci'S of hU. \\c have bsl 
these organisms in group U (table 1). Unfortunately, im haidires have b.am < 



Fig. 2 



Fig, 3 


tected which would assist in differentiation of the human from the bovim^ t.yixn 
The fat-containing rods have no relation to the “beaded’^ forniH of t.ubercle ba'villi 
(not infrequently seen after carbol fuc.hsin staining), whose signiticance wa,w Ho long 
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debated. The ‘‘beads” have recently been shown to be artifacts (Porter and 
Yegian, 1945; Lamanim, 1946). 

The most conspicuous fatty inclusions are seen in the frankly saprophytic acid- 
fast strains, and in cultures labeled Mycobacterium leprae, (The bacilli in direct 
preparations from leprous lesions apparently contain no stainable fat. This 
disparity in tlui appearance of the true Hansen's bacilli and the cultured, so-called 
“leprosy bacilli” when fat-stained is pointed out in a separate communication 
(Biirdoo, 19-16). 

Azolohacler and The extraordinary amount of lipid in the mature 

cells of the nitrogen-fixing bacteria is revealed in a striking way (figure 3). All 
stages in the process of accumulating the fat, from the first appearance of almost 
invisible droplets at the edges of the cells to the final stage in which the entire 
organism is solidly filled with fat-staining material, may be followed easily. 

Cocci, Actinomyces, and Fungi—In cocci the Sudan black B staining material 
most frequently occurs as a dark bluish mantle around the circumference of the 
cells (figure 2). Some of it also appears as separate, small, internal droplets. 

In Actinomyces and the filamentous fungi (figure 3) thin strips of lipoid matter or 
innumerable tiny fat droplets seem to line the hyphae throughout their length. In 
addition, sizeable round masses and irregular areas within the cytoplasm take the 
fat stain. 

In the yeastlikc fungi much fat is also revealed, although it is apparently not as 
abundant, as a rule, as it is in the mycelium-forming fungi. 

Fat in ghost forms; ^ fatly degenerationJ' An observation of general interest 
is the fretpient 0 (‘.(nirrcnce of fat globules within the ^'ghost forms’’ of bacteria, 
from which stainable cytoplasm is largely or wholly lost. Often these de¬ 
generated organisms are packed full of material that takes a dark, blue-black 
color. These forms appear not only in those species that regularly store lipid, 
but also in varieties containing no demonstrable fatty inclusions when in their 
active, growing state. Tlxey have been seen, for example, in cultures of Pas- 
teurella and Klebsiella, 

This appears to be a kind of "fatty degeneration.” It is probably a phe¬ 
nomenon basu;ally diffcirent from the storage of intracellular fat by actively 
metabolizing cells. Further study is needed before the mechanisms involved 
can 1)0 understood. 

Results of staining films from primary cultures and from body secretions. Micro¬ 
scopic examination of colonies of various kinds developing on agar plates ex¬ 
posed to dust slxowed that the sporulating bacilli and common fungi in such 
primary mixed cultures contain fat in a characteristic pattern, and that various 
other fat-positive organisms are likely to be present. Many, but not all, of the 
bacteria in oixlinary hay infusions, and similar mixed growths, were found to 
contain fat. 

Films made from the growth on blood agar plates inoculated with swabbings 
from the human throat or nose often showed fatty material present in the usual 
form in various cocci, and in special abundance in diphtheroids. A few of the 
tubercle bacilli in films of tuberculous sputum were found to contain stainable 
lipid, and also fat droplets have been seen in the fusiform bacilli in direct prep¬ 
arations from patients with Vincent’s angina. On the other hand, no fat has 
been detected in gonococci in the several films of gonorrheal pus examined- 
Capsukted anthrax bacilli in direct preparations from the spleen or blood p| 
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animals dying of natural or experimental infection were observed to contain only 
a few very tiny fat droplets along tbeir outer edges. In their very first growth, 
on common media, however, these same organisms always develop character¬ 
istic large, centrally located fat granules. 

EXTRACTION EXPERIMENTS WITH LIPOII) SOLVENTS 

As a preliminary step tmvard some understanding of the nature of the material 
stained, experiments were carried out to test the loss of Sudan black B staining 
matter when bacteria are exposed to recognized fat solvents. 

Methods. A majority of the extraction tests were carried out by exposing 
ordinary fixed, but unstained, films to the solvents for varying lengths of time. 
A number of films ^vere prepared at the same time on separate slides from cul¬ 
tures of various bacteiia. These films were fixed by heat as usual, but left 
unstained, except for one slide of each organism, which was fat-stained to serve 
as a control. The slides having unstained films were then immersed in the 
various solvents in Coplin jars. After certain time intervals a slide representing 
each culture was removed from each of the solvents, stained by the routine pro¬ 
cedure, and examined for comparison with the controls. The principal solvents 
used were glacial acetic acid, 95 per cent ethyl alcohol, acetone, chloroform, and 
carbon tetrachloride. 

A few tests were made by emulsifying the organisms in the solvents directly 
from cultures. Films were then prepared and stained after varying time 
intervals. 

Results. A summary of the findings in several representative experiments 
is presented in table 2. It is evident that the Sudan black B staining material 
was removed in large part from all the organisms by most of the solvents within 
72 hours or less. No other change in the microscopic appearance of the bacteria 
occurred. The rate of extraction varied, however, with different species, as 
well as vith different solvents. 

Carbon tetrachloride had scarcely any effect on the fat-staining material in the 
six varieties of acid-fast bacilli tested, or in Corynebacterium diphtheriae^ but it 
removed the lipid matter from five species of aerobic sporeforming bacilli about 
as readily as the other solvents did. Chloroform also extracted the fatty ma¬ 
terial from the acid-fast bacilli and from the diphtheria bacillus with relative 
slowness. The latter organism was the only species not cleared, or nearly 
cleared, of lipid by acetone within 72 hours. Most rapid extraction was brought 
about by alcohol, with glacial acetic acid a close second. These two solvents 
acted only slowly, however, on the closely related, large, chained bacilli B. 
mthracis SLnd B. cereus. 

The most important influence in determining the extraction rate seemed to be 
the relative ease with which the solvent was able to enter the bacterial cytoplasm. 
(It is supposed that this may depend, in part, upon the miscibility of the solvent 
with water and, in part, upon some peculiarity in the chemical nature of the 
bacterial cell membranes.) In the case of the slow removal of the lipid from the 
large baeilE mentioned above, the successive films riiowed clearly that the delay 
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was due chiefly to the slowness with which the solvents were able to penetrate 
into the cells so as to reach the fatty material. Of course, the relatively large 
amount of lipid to be dissolved away from these organisms was a factor also. 

DISCUSSION 

The observations reported here serve chiefly to suggest the potential future 
usefulness of the staining technique described. More detailed studies witli 
particular groups of organisms will have to be carried out with the aid of the 
stain before full answers ivill be obtained to the numerous questions about the 
intracellular lipid that come to mind. 

The origin and fate of fatty inclusions when they occur regularly in actively 
metabolizing cells, and when they appear in degenerated forms, and the distinc¬ 
tion between fat storage as a useful accompaniment of cellular life and the mere 
accumulation of lipid deposits (‘flatty degeneration’O are among the matters that 
should be investigated. From the limited study so far made it seems likely 
that fat droplets in the cytoplasm originate at the cell periphery, and presumably 
in some relationship to the cytoplasmic membrane, which itself is apparently 
colored by Sudan black B in many fungi and in some bacteria. This is in accord 
mth the views of Knaysi (1945, 1946), who has observed the formation of fat 
droplets from the cytoplasmic membrane in living cells of Bacillus cereus. We 
agree with this investigator that the function (if any) of the fatty inclusions is 
not clear, and share his opinion that the usual conception of them as droplets of 
“reserve food material” is inadequate. Although we have noticed indications 
that some of the intracellular fat is utilized in the late phases of cell growth, most 
of it (under ordinary cultural conditions, at least) appears to remain unchanged, 
in situ, while the cytoplasm containing it disintegrates. 

The precise chemical nature of all the material stained in dried films by Sudan 
black B is as yet unknown. The dye evidently colors not merely free fat but 
also lipoid complexes. The extraction experiments demonstrate that recognized 
lipid solvents will eventually remove all this material from intact bacterial cells, 
although the rate of extraction differs with the species as well as with the solvent. 
Study of successive preparations exposed for increasing lengths of time to fat 
solvents shows that the Sudan black B staining material is truly within the cell, 
and is gradually removed as the solvent penetrates the cell body. These ob¬ 
servations reinforce the conclusion that the substances that color with Sudan 
bkek B are not merely surface deposits of stain or other artifacts, but are true 
cytopksmic inclusions or integral parts of genuine cell structures. They afford 
new evidence of the complexity of the bacterial cell (Dubos, 1945). 

Of special interest is the finding of definite fat droplets in anaerobic bacteria, 
both sporeforming and nonsporeforming; this is contrary to the expectations of 
some authors (ImSeneeke, 1945; Meyer, 1912). 

obvious advantage of a fat-staining technique for ordinary dried films is the 
unlimited opportunity afforded for direct comparisons, at leisure, with the 
appearance of parallel films of the same organisms treated with other dyes that 
leave the intracellular lipid unstained. Such comparisons make very clear the 
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important, rule of I’ai.t.y iuc.lusiun.s in causing “vacuolation,” distortion of the 
stainahle cytoi>la.sm puslual iiside l).y the fat, and “irregular staining” generally. 
(For a r('e(',nl, study of such staining on the part of the glanders organism, see the 
arti('l(' by Worl('y and Young, 1945.) Lewis (1941) and others have’pointed 
out how (he bizarre appeaaauctw of fat-containing organisms when colored with 
methylene blue or other .simple Hta.ins have, led in the past to claims for the pres¬ 
ence in variou.s bacteria, of “nmih'i,” “gonidia,” and other special stractures, 
and to tlu' idea that, sucli organisms go through complex “life cycles.” It is 
surely no a,eei<lent that, such c,la,iins have often been concerned with fat-rich 
forms (o.g., A^Dlobacter, lUuzohiim., and Bacillus megatherium). 


SUMMAllY 

An imi)roved tcclmitpu^ for demonstrating intracellular lipid in microorganisms 
by staining dri(id, tiw'd preparations with Sudan black B and counterstains is 

'TIh' appli<!a,iion of tins staining method to films of the principal species culti¬ 
vated on common media revealed that stoinable fatty material in the form of 
cytoplasmic iiu’lusion.s, or such material associated with structural elements of 
the (H'.lls, is {iresent in all fungi and in the great majority of bacteria, whether 
thcs{; are aerobic or anaerobhs, saprophytic or parasitic, pathogenic or non- 
pathogenic. 

A list is givfui in wliich tlui organisms studied are divided arbitrarily into 
three groups ai!»H)rding to tlufir content of demonstrable lipid matter when grown 
on the media tnisliomarily employed for each kind of organism. 

With certain notable exceptions (e.g., Akaligenes fecalis and Azotobacter), 
fatty material was fouiKl to bo more abundant and to occur with greater re¬ 
gularity in gram-positive batitcria than in gram-negative bacteria. An apparent 
tendency for sjiprophytici species to c.ontoin more fat than parasitic species was 
noted. Acid-fast bacteria were found to take a bluish-gray color throughout in 
many instamx's; th<! rotls were seen to contain distinct, deep-staining fat droplets 
as well. 

Intracellular lipid was discovered in organisms in primary (mixed) cultures, 
as well as in (jure stiKsk cultures, and a number of bacteria and fungi in direct 
snxears from body surfaces and excretions were found to contain fatty material. 

Altliough media of special composition are required for the appearance of 
stiiinablo lipid in the case of (sertain bacteria, the formation of fatty inclusions 
was shown not to be dependent upon the presence of glucose, glycerol, or other 
fermentable carboliydrate in the medium. 

Of greatest interest was the unexpected findmg that the relative amount of 
staumble fatty material and its form and location within the cells of bacteria are 
remarkably constant for any one kind of organism. Definite differences occur 
among different kinds, however. Thus, the pattern of intracellukr lipid ex¬ 
hibited in the stained films is to a considerable degree characteristic for &e 
bacteria of a particuhw genus, and in some cases for those of a particular species. 

That this is not a mere happenstance is indicated by the further fact that. 
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throughout the whole phylum, bacteria of species or genera known to be closely 
interrelated show a marked similarity in their appearance when fat-stained. 
Indeed, %vith only occasional exceptions, the closer the relationship between 
varieties of bacteria in other respects, the more nearly alike is their usual content 
of stainable lipid. The formation of intracellular fatty material in a particular 
pattern is evidently a fixed habit in many bacteria, and one that must be associ¬ 
ated with something fundamental in the enzymatic or structural make-up of the 
organisms. 

The simplicity of the staining method suggests its routine use in the character¬ 
ization of microorganisms. Its value as an aid in the differentiation of species 
and genera mil be more fully established by further trials. Its possible useful¬ 
ness in practical diagnostic work is largely unexplored. The stain should prove 
especially helpful in future investigations of bacterial cytology and metabolism. 
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DISPARITY IN APPEARANCE OF TRUE HANSEN’S BACILLI AND 
CULTURED “LEPROSY BACILLI” WHEN STAINED FOR FAT 

KENNETH L. BURDON 

Department of Haetcrwltujy and Immmologi/, Baylor University College of Medicine, Houston, 

Texas 

({('(•(■ivod for publicatioQ September 3,1946 

By upplicatioii of tlio writer’s improved fat-staining procedure for dried prep¬ 
arations (Burdon, lOdti) it was found that the principal varieties of the acid- 
fast bacilli in cailturc sliow an essentially similar picture with respect to their 
stainable intracellular lipicL Characteristic of the whole group is the tendency 
of the colls to stain throughout with the Sudan black B; in addition, distinct 
deeply colored fat droplets may be present within many of the rods. Some 
differences were noted, however, in the amount of fatty material usually present, 
and in the regularity with which it occurred, in different varieties of these or¬ 
ganisms. 

When preparations were made from parallel cultures on coagulated egg media, 
the 8 strains of human and the 3 strains of bovine tubercle bacilli examined 
usually contained a moderate number of fat droplets, but there were always to 
be seen numerous individual rods without stained lipid, and in some cultures 
none of the organisms were found to contain any material that colored with 
Sudan black B. Three strains of avian tubercle bacilli, however, regularly 
showed fatty cell inclusions in almost every mature cell. Stainable intracellular 
lipid was also found constantly, and more abundantly, in 2 strains of tubercle 
bacilli of cold-blooded animals (Friedmann’s turtle bacillus and Mycobacterium 
marinum) and in 8 cultures of frankly saprophytic acid-fast organisms.^ Fi¬ 
nally, in all the II cultures of “Mycobacterium leprae” studied^ the stain revealed 
an especially conspicuous content of fatty material. 

The constancy and prominence with which stainable lipid occurs in these 

* The Baprophytea included cultures labeled as follows: (1) Hog skin bacillus 5138, Dr- 
Buckley, B.A.t. 1926, ATTG 4208, Group Illb; (2) Zeissig’s acid-fast bacillus, Cornell, 
1027, Group Ilia; (3) Mycobacterium phlei, Lister Inst. 69, ATOO 364; (4) Butter bacillus 
of Rabinowitsoh, Lister Inst. 624, ATOC 366, Group la; (6) Mycobacterium pseudoperlsucht, 
lister Inst. 2070, Group la; (6) Bayne-Jones acid-fast bacillus, Group Ila (1); (7) Myco¬ 
bacterium phlei (timothy), 223 (Pasteur Inst.); (8) Mycobacterium phlei, ATOC 356, E. G. 
Hastings’ 74B. Cultures (1) through (6) wore obtained from the F. Y. State Veterinary 
College, through the kindness of Dr. W. A. Hagan. 

»Eight cultures of “leprosy bacilli,” received from the National Leprosarium, Carville, 
La., were marked as follows: No. Ill, isolated by Levy (Chrome) (Duval 114); No. 116, 
isolated by Neaham (64) (Ann Arbor 68a); No. 121, isolated by Clegg (Ann Arbor 0680); 
No. 122, isolated by Krai (Ann Arbor 0614); No. 132, isolated by Souza-Aranjo (Souza- 
Aranjo I); Elly strain; Barry strain; Phipps Inst, strain. Another culture obtained from 
N. Y. State Veterinary College was labeled Clegg I, Lister Inst. 612,1926, Group Ib. Two 
additional oultures, from our stock culture collection, were marked Brinkerhoff 1, Duval 
107, from Duval 106; and Brinkerhoff 2, Duval 108. 
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cultured ^leprosy bacilli’’ was repeatedly confirmed, and their marked similarity 
in this respect to the tubercle bacilli of the ‘'cold-blooded type,” and to the 
frankly saprophytic acid-fast organisms, was made clear by numerous compar¬ 
ative tests. In the light of our finding that closely related bacteria tend to have 
the same content of fat-staining material {loc. cit,) this similarity is suggestive 
of a fundamental biological relationship between these organisms. 

In these circumstances it seemed of special interest to apply the stain to direct 
films from leprous lesions, and thus to extend observations to the true Hansen’s 
bacilli. Through the kindness of Dr. G. H. Faget, Medical Director, U. S. 
Marine Hospital (National Leprosarium), Carville, Louisiana, a series of un¬ 
stained preparations made directly from bacteriologically positive lesions was 
secured. These preparations were subjected to the routine fat stain, and to 
various modifications of the usual technique, in order to test critically for the 
presence of stainable lipid in the true leprosy bacilli. The procedure finally 
adopted was as follows: (1) the heat-fixed films were stained with dilute carbol 
fuchsin only and examined microscopically to locate the leprosy bacilli (recog¬ 
nizable by characteristic clumps and globi); (2) several of these groups of bacill 
were marked by making a ring around them on the slide with a Zeiss object- 
marker; (3) after removing the immersion oil by a brief dipping in xylol, Sudan 
black B solution was applied for 15 minutes or longer; then the smear was cleared 
with xylol as usual, and sometimes it was also counterstained with dilute carbol 
fuchsin, sometimes not; (4) the ringed areas were relocated and the organisms 
were carefully examined for any evidences of stained intracellular lipid; (5) the 
slides were again cleared of oil and subjected to the usual Ziehl-Neelsen acid- 
fast stain; and, finally, (6) the organisms in the ringed areas were located once 
again in order to confirm their identity as leprosy bacilli by their acid-fast stain¬ 
ing. Satisfactory controlled observations of this sort were possible on a total 
of 15 preparations, representing 8 separate leprous patients. 

The results were entirely consistent in all preparations^—that is, no intra¬ 
cellular stainable fatty material was observed in any of the Hansen’s bacilli- 
This finding is given somewhat added weight by our further observation that 
human tubercle bacilli do contain matter which stains with Sudan black B in 
direct preparations from tuberculous tissues, as well as in most cultures. The 
apparent total lack of stainable lipid in the true causative bacilli of leprosy is, at 
least, in striking contrast to the abundance of this material in the acid-fast 
bacilli isolated from leprous lesions and now maintained in the laboratory cul¬ 
tures described above. The full significance of this disparity is debatable at this 
time, but it would seem justifiable to count it as adding a further bit of evidence 
in support of the already widely held opinion that the organisms in these cultures 
are not identical with the true causative agent of leprosy. Their conspicuous 
content of stainable lipid strongly suggests a close relationship to saprophytic 
acid-fast bacilli, 
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COMPARATIVE ACTION OF AN EXTRACT OF BRAIN TISSUE AND 
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Carefully controlled clinical studios have been made (Chain et al, 1940; 
Lyons, 1943; Robinson, 1943) of the value of penicillin and the suEonamides in 
various infections, a,nd the production and use of these antibiotics has attracted 
considerable attention to other potential sources of antibiotic agents (Waksman, 
1945). 

For a number of y(^ars our laboratories have investigated the effects on bac¬ 
terial growth of certain substances obtained from plant and animal sources. 
Some extracts have been found to stimulate, other to inhibit, growth (Sperti 
et al., 1937; Fardon and Sullivan, 1938-1939; Cook et al., 1941; Schroeder and 
Hollcncamp, 1941). A substance obtained from both human and beef spleen 
has a germicidal action against Streptococcus pyogenes, in vitro (Nutini and Kreke, 
1942). A factor extracted in a similar manner from beef spleen, heart, kidney, 
and brain produced a conversion in vitro of the original yellow S form of Staph¬ 
ylococci avreus to a white R configuration, the latter showing altered biochemical 
foaturtis (Nutini and Ijynch, 1945). The converted organism retained its al¬ 
tered moi’phologic and biochemical characteristics in vivo, producing no evidence 
of virulence when injected into mice (Nutini and Lynch, 1946). The extracts 
of beef spleen, heart, kidney, and brain were effective against Staphylococcus 
aureus infections induced subcutaneously, intravenously, and intrapeiitoneaUy 
(Nutini and Lynch, 1946). The mortality in experimental animals receiving 
S. aura and the brain extract subcutaneously was 0.9 per cent in the prophylac¬ 
tic series of 223 animals and 3 per cent in the therapeutic series of 116 animals, 
mortality in the control series being 75 and 87 per cent, respectively. The heal¬ 
ing time for the small, dry, atypical lesions in the prophylactic series averaged 7 
days and ranged from 3 to 14 days; for the typical suppurative lesions the healing 
time in the control series was 18 days (range 9 to 30). The brain extract was 
effective orally as well as subcutaneously against the infections. It is relatively 
nontoxic, as much as 400 mg, or 2 per cent of the body weight of the experimental 
animal, having been given daily for 10 days without ill effect in mice. 

The present paper is a report of the comparative value of brain extract and 
penicillin as therapeutic and prophylactic agents against )S. aureus in vivo. 

The virulent strain of S. aureus was obtained from ATCC 6636, and 48-hour 
broth cultures were used for subcutaneous inoculations of 0.5 ml (1.5 LDw) into 
the ventral abdominal region of the test animals, which were brown black mice of 
the BBC strain, 3 to 6 months old. 

The brain extract, prepared as previously described (Nutini and Lynch, 1946), 
was administered subcutaneously in the ventral abdominal region in doses of 0 
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mg daily. In the prophylactic experiments the first injection was given 2 hours 
before inoculation with the S, aureus. In the therapeutic experiments treat¬ 
ment was begun on the third day following inoculation with the infecting or- 
ganismj at which time there were typical suppurating lesions. The control 
animals received 0.25 ml of saline daily. 

The penicillin was the commercial sodium salt manufactured in the Cheplin 
Laboratories. The dosage was 750, 1,000, and 2,000 Oxford units per day, 
given subcutaneously in divided doses at 6-hour intervals in the ventral ab¬ 
dominal region. The procedure for inoculating the mice with the infecting or¬ 
ganism was the same as that for the animals treated with brain extract. When 
the experiments were repeated, the injections of penicillin were given at 12-hour 
intervals. No difference was observed in the response from that of animals 
treated at shorter intervals. The dosage levels were 5 to 10 times greater than 

TABLE 1 


Comparison of the prophylactic action of brain extract and penicillin on subcutaneous 
Staphylococcus aureus infections in mice 


GEOTJP 

NO.OEANIMAXS 

EEEQUENCY AND TYPE 
OF ABSCESS 

MORTALITY 

TIME OF HEALING FOR 
SURVIVORS, AVO RANGE 



per cent 

per cent 

days 

Control 

20 

100 severe 

90 

23 (23) 

Brain extract, 50 mg/day 

20 

f 80 needle point 
\ 20 moderate 

0 

7 (4-9) 

Penicillin, 750 u/day 

10 

f 20 moderate 
\ 80 severe 

70 

13 (10-17) 

Penicillin, 1,000 u/day 

20 

100 moderate 

25 

11 (&-16) 

Penicillin, 2,000 u/day 

10 

f 20 none 
\ 80 moderate 

10 

9 (6-14) 


Staphylococcus culture, ATCC 6636; dose used, l.SLDso. 


the maximal amoimts used by Robinson (1943) in the treatment of staphylococcic 
infections in mice. 

In the first of the prophylactic series of experiments, 40 mice were used, 10 
serving as infected control animals, 10 receiving 50 mg of brain extract per day, 
and 20, in groups of 10, receiving penicillin in daily doses of 760 and 1,000 Oxford 
units, respectively. Daily treatments were continued until the lesions were 
healed as judged by the scabs dropping off and leaving the smooth new slrin 
beneath. When the experiment was repeated, a dose of 2,000 Oxford units per 
day of penicillm was substituted for the 750-Oxford-unit dose per day. 

In the therapeutic experiments subcutaneous inoculations were made with 0.5 
ml(1.5 LDeo) of the virulent 48-hour broth culture of 8. aureus, and 3 days later, 
after the development of typical lesions, the animals were divided into 4 groups, 
e^h containing mice with infections of similar severity. One group of 10 served 
as infected, untrearted control animals, and the other groups received, respec¬ 
tively, 50 mg of brain extract per day, and 1,000 and 2,000 Orford units of the 
sodium salt of peniiallin per day in divided doses at 6-houx intervals imtil healing 
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was complete. In the second experiment the doses of penicillin used were 750 
and 1,000 Oxford units per day. 


RESULTS 

Prcyphylactic experimcnU (table 1). All of the control mice developed sup¬ 
purating lesions that were typical in size and appearance for staphylococcic in¬ 
fections. In those animals receiving the brain extract 2 hours before inoculation 
with the S. aureus, needle-point lesions at the site of the injection developed in 
80 per cent of the animals; in 20 per cent there were atypical, small, dry, 
nonsuppurating lesions, which healed within 4 to 9 days. In the animala 
treated with penicillin, 100 per cent of those that received 750 and 1,000 Oxford 
units per day and 80 per cent of those that received 2,000 Oxford units per day 
developed suppurating lesions that were smaller than those in the control aniTnala 
but wore larger than the nonsuppurating lesion characteristic of the animals 
receiving the brain extract. As shown in table 1, the average healing time for the 


TABLE 2 

Comparison of the therapeutic action of brain extract and penicillin on subcutaneous 
Staphylococcus aureus infections in mice 


GROUP 

NUMBER or 
ANXMAI3 

MORTALITY 

AVERAGE TIME OP HEALING 
POR SURVIVORS 

Control... 


per cent 

95 

days 

27 (27) 

7 (4-11) 

23 (21-26) 

17 (11-19) 

19 (18-22) 

i 

Brsiii extract... 


0 

Penicillin, 750 u/day. 


80 

Penicillin, 1,000 u/day. 


45 

Penicillin, 2,000 u/day. 


10 



Staphylococcus culture, ATCC 6636; dose used, 1.5 LBso. 


groups of animals receiving penicillin was 13, 11, and 9 days, the interval being 
the shortest with the highest dosage of penicillin. 

Therapeutic experiments (table Si). In the animals treated with brain extract, 
the suppurating lesions typical of staphylococcic infections in mice apparently 
began to dry up as early as the second day following initiation of treatment, the 
lesions developing a dry, hemorrhagic appearance with the crust dropping off 
on the sixth to the ninth day. In the groups of animals receiving penicillin, 
suppuration continued for 3 to 9 days, with the first signs of healing appearing on 
the seventh day. None of the animals receiving brain extract died. In the 
groups receiving penicillin the mortality was 80,45, and 10 per cent, the lowest 
mortality occurring in the animals receiving the highest dosage. Healing re¬ 
quired, on an average, 23, 17, and 19 days in the survivors of the penicillin- 
treated animals. 

The results of experiments with penicillin-resistant strains of 8. owretis and 
on the possible development of resistance to brain extract by these oj^nisB^ Me 
to be published in a separate communication. 
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CONCLUSIONS 

It is apparent from the evidence presented that there is in brain tissue a factor 
that functions effectively against Staphylococcus aureus in vivo. Whether the 
extract is used as a prophylactic or therapeutic measure, it is superior to pen¬ 
icillin in the dosages used for Staphylococcus aureus infections in these exper¬ 
iments. 
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In 1938 pure cultures of a Psevdommas were recovered in large numbers from 
Mr. Fernando Vendrell’s shallow well at Canas, near Ponce, Puerto Kico. No 
other bacteria were found in the water. Since it was known that Pseudomonas 
aeruginosa sometimes caused dysentery or typhoidlike infections, the water was 
reported as being of undesirable sanitary quality. A similar case has been re¬ 
ported (Rochaix and Vieux, 1937) in which P. aeruginosa apparently exerted such 
a strong antagonistic action upon other bacteria in water that counts for coliform 
organisms failed to give an index of the poor sanitary quality of the water. 

Although showing some resemblance to P. aeruginosa, the organism showed 
much stronger pigmentation than ordinary laboratory strains of that organism. 
It also appeared to differ in certain cultural characteristics from the description 
given in Bergey's Manual of Determinative Bacteriology, fourth edition, 1934. 
More detailed reference facilities were not readily available. Therefore cultures 
were sent to other laboratories (where it was hoped that a definite identification 
might be made) under the tentative name of Pseudomonas (Bacillus) vendrelli. 
However, the recipients of the cultures accepted this unfortunate notnen nudum 
as valid, and the organism was so mentioned in the printed literature (Farrell 
and Wolff, 1941; Lockwood et al., 1941,1942; Lasseur et al., 1945). 

In 1941 the organism was found to produce considerably larger amounts of 
proteolytic enzymes than five other Psetdomonas strains and species, so that some 
work was done in this laboratory to develop its use in the production of a bating 
agent for leather. This work was later discontinued for economic reasons. 

Still later, in 1942, other workers in this laboratory found it to have strong 
antibiotic properties, particularly against gram-positive bacteria. The yields of 
the active material were variable, but were generally at a maximum on media 
containing Armour’s peptone, lot 100891, manufactured before World War II. 
Other lots of Armour’s peptone, and most other brands of peptone, generally 
yielded much less antibiotic. 

Upon a recheck of cultural characteristics and correspondence with others who 
had handled the organism, it ultimately became apparent that it was a strain of 
P. aeruginosa. It was quite imstable in its cultural characteristics. However, 
it usually produced exceptionally large amounts of fluorescent yellow-green 
pigment in young cultures. Pyocyanin appeared later, and old cultures con¬ 
tained large amounts of the red pigment pyorubrin, described by Meader et al. 
(1925). The antibiotic proved to be pyocyanase, a substance that is of little 
practical utility on account of its hemolytic properties. The work of Gaby 
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(1946) and others also indicates that many strains of this species are unstable 
and frequently puzzling in their cultural and other characteristics. 

The history of this strain illustrates the confusion which may arise when a 
supposedly new species is isolated, given a provisional specific name, and sent 
to various laboratories. A much better practice in such cases is to designate the 
genus (if this is known) and to append a serial number, omitting any specific 
name in order to avoid the misleading implication that the organism is actually 
a new species described in some publication. 

It is also evident that, in certain cases, a taxonomic study of an unidentified 
organism may be helpful in giving a clue to the probable identity of any anti¬ 
biotic substance produced. If our organism had been identified initially as a 
strain of P. aeruginosa^ the possibility that the antibiotic was pyocyanase would 
have been apparent immediately, and some unnecessary work could have been 
avoided. However, since different strains of the same species may produce 
different antibiotics, and totally different species sometimes produce the same 
antibiotic, the value of taxonomic work should not be overstressed. It is always 
desirable, however, to identify an unknown organism definitely before publishing 
anything about it. The journal literature contains far too many papers that 
are of very little value since the organisms in question are either not identified 
or are described only very inadequately. 

The so-called Pseudomonas vendrelli should be redesignated as Pseudomonas 
aeritginosay Vendrell strain. Its unusually strong production of proteolytic 
enzymes and of fluorescent pigment, as well as its apparent power (at least as 
found in nature) to inhibit other bacteria, give it some theoretical interest. It 
is available from the American Type Culture Collection, Washington, D. C., as 
their culture no. 7700. 
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Blastomym dermatitidis possesses two morphological forms, a yeastlike form 
in. tissue and a mycelial form on Saboraud’s medium at room temperature. A 
yeastlike form similar to the form appearing in tissue may be obtained if the 
organism is grown on blood agar at 37 C. 

An extensive literature has developed around blastomycosis as a clinical 
entity, but only a small proportion of the papers have been concerned with the 
biological nature of the etiological agent, Blastomyces dermatitidis. Eicketts 
(1901) described the two morphological forms. Hamburger (1907) concluded 
that temperature was the most important factor influencing morphology, and 
that room temperature favored mycelial formation, but incubator temperatures 
favored the yeastlike form. He did not determine the effect of intermediate 
temperature or of hydrogen ion concentration. Michelson (1928) studied the 
effect of higher temperatures and noted that temperatures of 37, 41, and 45 C 
favored the growth of the yeastlike form. Moore (1933) studied the organism 
for the purpose of determining its position in botanical classification. He 
studied its growth in media of different hydrogen ion concentrations, but each 
hydrogen ion concentration was represented by a different medium. 

The purpose of the present study was to determine the effect of various con¬ 
trolled changes in the environment, such as nutrition, hydrogen ion concentra¬ 
tion, temperature, and type of inoculum on the two morphological forms of 
Blastomyces dermatitidis. 


MBTHOnS 

Media. Solid media were used for all the studies, since preliminary work in¬ 
dicated that the organism grew best under purely aerobic conditions, and that the 
yeast form grew very poorly in liquid media. 

Preliminary nutritional studies showed that the organism grew as well as or 
better on a peptone glucose medium than it did on extract blood agar. The 
organism grew equally well on a medium consisting of salts, glucose, and vita¬ 
min-free casein hydrolysate, indicating that it does not require the addition of 
any of the ordinary accessory factors. Growth also occurred on a medium con- 
sistmg of salts, glucose, and ammonium sulfate, but never equalled that oc¬ 
curring on the more complete peptone glucose medium. This indicates the 
stimulatory action of amino acids. 

* Present address: Process and Product Eesearoh Division, Owens Illinois Glass Com¬ 
pany, Toledo, Ohio. 
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Two different media were employed: 
the peptone glucose medium; and (2) 
ammonium sulfate glucose medium. 

Peptone glucose medium 


Peptone. 0.5g 

Glucose. 1.0 g 

K 2 HPO 4 . 0.5 g 

KH2PO4. 0.5 g 

MgS04-7H20. 0.2 g 

NaCi. 0.01 g 

FeS04-7H20. 0.01 g 

MnS04-2I-l20. 0.0065 g 

Agar. 1.5 g 

H 2 O. 100 ml 


(1) a complete medium represented by 
a deficient medium represented by the 


Ammonium sutfaU 

glucose medium 

(NH4)2S04. 

. 0.5 g 

Glucose. 

. 1.0 g 

KsHPOi. 

. 0-5 g 

KH 2 PO 4 . 

. 0.5 g 

MgS04-7H20. 

. 0-2 g 

NaCl. 

. 0.01 g 

PeS04-7H20. 

. 0.01 g 

MnS 04 - 2 H 20 . 

. 0.0065 g 

Agar. 

.. 1.5g 

H 2 O. 



Portions of each of these media were adjusted to hydrogen ion concentrations of 
pH 3.5, 4.5, 5.5, 6.5, 7.5, 8.5, and 9.5 and dispensed into tubes. All tubes were 
autoclaved at 15 pounds’ pressure for 16 to 20 minutes and slanted. 

Inoculum, Two types of inocula were used, a suspension of the yeastlike cells 
and a spore suspension. A 3- to 5~day blood agar culture of the yeast phase was 
suspended in sterile physiological saline and washed. The suspension of the 
washed cells was brought to a standard turbidity by means of a lumetron model 
400 G photoelectric colorimeter (60 per cent transmission, blue filter wave length 
420 A®). One drop of the standard suspension was delivered from a Wright 
pipette into each tube and then spread over the surface of the agar slant with a 
sterile wire loop. .. 

The spore suspension was prepared in sterile distilled water by gently scraping 
the surface of a 2- to 4-week-old culture grown at room temperature. The sus¬ 
pension consisted primarily of blastospores with a minimum amount of mycelial 
fragments. A drop of this suspension was delivered into each tube and spread 
with a wire loop. All tubes were inoculated in duplicate. 

The inoculated tubes were incubated at room temperature and in water baths 
at 31,33,35, and 37 C. The water baths were capable of maintaining a constant 
temperature within 0.5 C. Observations were made at 3, 5, 8,11, and 15 days. 
The amount of growth was estimated visually and the type of growth was also 
determined by microscopic examination. No attempt was made to follow the 
pH during the course of growth, since the medium was well buffered and any 
changes that might have occurred would have been common to all the tubes. 
The validity of the observations was confirmed by means of repeat experiments. 

Organism, The strain of Blastomyces dermatitidis used for the study was 
loriginally from the culture collection at Duke University. A duplicate series 
of experiments with two other strains of Blastomyces dermatitidis^ confirmed the 
results obtained with the original strain. 

® The other strains of Blastomyces dermatitidis used were as follows: a strain originally 
obtained from the culture collection of the late Dr, A. T. Henrici and a recently isolated 
strain obtained from a patient at the Eesearch and-Educational Hospital of the Uni varsity 
of Iliinoi'Sft ^ 
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lUOSULTS 

J'^rpiifHr ijiNrosr niniiuHi: Yt'aM iNoniliim. (Irowth ou this medium was 
maximal, rsin?;' the yrasi <‘e!l iiuxailuin, ^Towth was visible in 2 to 3 days, re~ 
ptrdl«'ss oi Ilia result ini^ mur|>holo,t!;y. From room tcanperature through 33 C 
ihc' organism grt‘\v as the myei'liat form. At, 35 a,nd 37 (d the organism grew as 
Ifu' yiNa.stlike foim. This oee.urnal irr(\s|)<Md,ive of the hydrogen ion con- 
ee-nti'a.tiuu. 

Faeh foiau of t.li(‘ organism possc^sstal a.n optimum temperature at which giwth 



Fm, 1 . SnowiNs; ICio-’KeT oeTuMmuATUUK on tiuo ChiowTn of Blastomycfs bermati- 

Toas ON A I^EIO'ONE (llAKlOSE MeDHIM AFTER FiVE DaYS 

ld‘oni !(‘rt, to righi., ttui \ u1h‘h jut arrju»g<al jib follows: 2 i,ubos inouliated at room tempera- 
timy 2 incuhul.(‘d ji! 21 (•, Jind 2 (.uIkas iiuml)at(al at 33 C. 


pi’occieded at. tlu^ most. ra.pid ratcn For the mycelial form this temperature was 
31 ('1, but for the ycaistlike form it was 35 C. 

At it« optiiimni teniperaturc (31 0) the mycelial form grew at all hydrogen ion 
concontrationH u.scd, Itw growth was retarded at pH 3.5, 8.5, and 9.5. The 
growth at pH 8.5 and 9.5 eventually reached a maximum very close to that 
attained at the more optimum hydrogen ion concentrations, pH 4.5 to 7.5. The 
formation of acnial rayeelia wa.s restricted at pH 4.5 and below. At room tem¬ 
perature, the organism grew well at all hydrogen ion concentrations with the 
exception of pH 3.5, (Irowth was retarded at pH 8.5 and 9.5, but the amount 
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of growth eventually equalled that attained at the more optimum, hydrogen ion 
concentrations. The formation of aerial mycelia was somewliat restrii.^ijxl at thc^ 
greater hydrogen ion concentrations. Although growth proceedcid at, a slowca,* 
rate, the maximum growth attained eventually equalled tha,t (xaairriug a,t 31 (J. 
Growth at 33 C was not so good as at the lower temperatures. Tho, amount of 
growth was restricted and the rate of growth was retarded at ]ill 4.5, 5.5, (S.5, and 
9.5. The best growth occurred at pH 5.0 to 7.5. The formation of acatal 
mycelia was restricted at all hydrogen ion concentrations. This (4hH*t;, how- 



Fic,. 2. Showing the Effect of Nutrition on the Growth of Ih.ASTOM yces derm a'i’iti dis 
Incubated at 31 0 for 5 Days 

The tubes are arranged in groups of 4 for each medium and from l<t*t i,() right are a.B 
follows: the peptone glucose medium and the ammonium sulfate glucose medium. 

ever, was particularly marked at the greater hydrogen ion concentrations. 
There was never any growth at pH 3.5. 

At its optimum temperature (35 C) the yeastlike form grew at all hydrogen 
ion concentrations except pH 3.5. The optimum range of hydrogen ion con™ 
centrations for growth was pH 5.5 to 8.5. Growth was greatly restricted at 
pH 4.5 and retarded at pH 9.5. At 37 C no growth occurred at pH 4.5 or below. 
The growth at the other hydrogen ion concentrations was slower in starting than 
at the corresponding hydrogen ion concentrations at 35 C, but the maximum 
growth attained was the same. 
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f^pore inonihim. irsuHs obt.aiiH'd when the npore suspension Avas used 

to iiHxnilate tin* jurdiuin W{‘r(‘ (‘ss(‘ntiaJly the sa-nu^ as those observed with the 
the yt'usf. phase iiioeuhirn. dlie t(anp(a*a.iure at which the transition between the 
yeast and mycelial phas(As ocaainal wa,s Ihv same, i.e., between 33 and 35 C. The 
optimum ttaipx'raiures for t lu' tavo forins were also the same, 31 (- for the my- 
(‘olia,l form and 35 for tlu' y<\a.stbk(‘ form. It taJees lon^nr for growth to get 
stniit'd whefi this type oi inoculum is us(‘(l. Whereas growth was apparent at 
2 to 3 days w lam y«‘ast cells w(a’(' us(‘(l a.s the inoculum, it took 3 to 5 days to get 
(a)mparabl(‘ gnnvth with tin* spun*, inoculum, dliis was primarily due to the 
lengtli of time nec(\ssary for g<‘rminatf()n of the spore. Therefore, at any one 



Puj. a, SnowiNO Tim I‘]i''FKeT or Hyohoocn Ion (k)NeKNTRATioN on the Growth of 
in^ASTOM Y<'ES OKRM A'l’cn OIK iNiaUiATI'H) AT ON A PEPTONE GlUCOSE MbDIUM FOR 5 


Days 


|.uh(*H a,n‘ suTJUigtal ia pnirs for each liydrogon ion concentration, as follows, from 
l(‘rt to right: pH 1.5,5.5, (i.5,7.5,8.5,and ttf). 


tinu^ wlum t»his inoeailum was used, the amount of growth was always less than 
wlum tlu^ yt^ast pluist^ was used. The (jonditions for germination are apparently 
more rigid tlmn for ccdl multiplication, as evidenced by the fact that the pH 
limits for growtti were more restricted. Growth at pH 4.5 was delayed for more 
than 5 days and then never approached the growth observed at the lower hy¬ 
drogen ion concentration. Growth was also restricted at pH 8.5 and 9.5. No 
growth oc(*.urrc(l at pll 4.5 or below at 37 C. 

In general, it would seem as if the range of hydrogen ion concentrations at 
which good growili will occur becomes more restricted as the temperature in¬ 
creases. 
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Fig. 4. Showing the Effeict of the Type of Inoculum on the CJrowtii of Blastom 
DEEMATITIDIS InCUBATED AT 31 C ON A FePTONE GlUOOSE MeDIUM FOR 5 DaYM 
The tubes are arranged in groups of 4 for each type of inoculum, jih follows from I( 
right: yeast phase cell suspension and spore suspension. 



Fig. 5. Showing the Effect of Hydrogen Ion Concentration on the (Ieow'i'H 
Blastomyces dermatitidis Incubated at 37 C on the Ammonium Sulfate 
Glucose medium for 5 days 

From left to right the tubes are as follows: pH 4.5,5.5, 6.5, 7.5, 8.5, and 9.5. 
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J >sujfah: iilNn.K^r ffirdiimu ( Wowih on (.his deficient medium assumes 

a dilT(T«mt. patteni from (hat oecurnuji; on Uh‘ c.ompleto peptone glucose medium. 
The auiouid of growtli nevtn- (Mpudh'd ihiii on the peptone medium. The 
effect of liydrog(‘n ion etanaail.rat.ion is difha'ent. On the peptone glucose me¬ 
dium (here (HMMUTed an optimum hydrogtai i{)ii eoncentratioii somewhere be¬ 
tween pH 5.0 and 7.5 lo S.5 with growth fa-lling off on either side. On this 
mediunn regartlless of (he lemperatiux^ and Huaxd'ore of the morphological form 
assuitied, i)y tlu‘ organism, t.ln^ quantity of growth increased as the hydrogen ion 
contamt.ration diaanased. Whm i\m pH reaxthed 9.5, there occurred a slight 
decr(!ase in lln‘ q!ianlity of gi'owlli. Thc.^ (dhad^ of temperature was also dif¬ 
ferent. Allliougli (he transition Indwecm the mycelial and yeastlike forms took 
phice ad (iie sa>nH‘ (<an|)cn‘adures, that is Ind-wcxai 33 and 35 C-, the optimum tem- 
peratunj tor erudi form was dihcamit. In general, tlie higher the temperature, 
(,he greatiu’ the aanouid- ol growth. This effect was not so apparent with the 
inyc(dia,l phase, (i.e., from 31 to 33 (') a.s it was with the yeast phase (35 to 37 
0). T1 h‘ amount, of growt h oe(*urring n,t 37 (- was very much greater than that 
o(*.(*.urring at 35 ( h These (dhads w(‘n‘ obscu’ved with l)oth the yeast and spore 
iiKKUila. 

Tluaa^ was a. tnamaidous diUVnaua' in ilu^ a-moimt of growth occurring when the 
(liff(‘r<ad. itnxnda. were, u.sed. Although, as staded al)()V(‘, growdh on this medium 
nev(*.r a,|)proa.(*lHHl (bad,, otaairring on the piiptoiu^ glucose medium, the tubes 
iiHKailadKai witdi tda^ ycaist lik(^ phase (‘xhihiUal a great deal more growth than those 
inoculatxMl with llu‘, s|)or(^ suspension. When the spore suspension was used for 
inoe.uladion, no growth oetuirnHl at room temperature and practically none 
occurreal at 31 a,nd 33 (A Pracd-icatlly no growth oe.curred even at the lower 
hydrogen ion c.omaait radJons. This inability of th(^ spore suspension to initiate 
growth t^o any ext^imt on Hus dcdicient iiKHlium again demonstrates the more 
rigorous <5ondit.tons mM‘essary for spon.^ germination, 

AOKNOWUKlXJMnOT 

Thci ant.hors arc^ imlcddxid t.o l)r, ifei-her M<yer for supplying the cultures of 
Jil(LHloniy<T,H (kmatil'klu UH<^d in (his study. 

eoNcaaistONS 

TIu‘. most, imporitmt fand.or ai1e(d,ing the cluingo in morphology of Blastomyces 
d(TmatUi(i,w is t.(sm|)(srad4irm 

On a (amq)kd.(^ naxlium, ea(di niorpliological form possesses an optimum tern- 
peratuix^ for growtli, 31 cyfor iho mycelial form and 35 C for the yeastlike form. 

On ih(i c.om|)kd,(^ nuMlium, ))oth forms tend to grow at all hydrogen ion con- 
centratioiiiS us(‘<l, exc.(q:)t pll 3.5. At 37 0, however, there is no growth at pH 
4.5 and below. 

On th(^ <hdicdcavt nKHliurn, tdie opinuim temperature and the effect of hydrogen 
ion coiHunitration ar<^ (liffiaxmt. In general, the higher the temperature, the 
greater tlu^ ajnounl* of growth, exhibited by each form. Therefore, for the 
mycelial form ilH‘, optimum temperature is 33 C, and for the yeastlike form the 
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optimum temperature is 37 C. As the hydrogen ion concentration dccrcnises, 
the amount and rate of growth increases to a maximum at pi I 8.5 for l)otii 
forms. The amount of growth is somewhat decreased at pll 9.5. 

The tendency to form aerial mycelia decreases as tlic hydrogen ion (ajneem 
tration and the temperature increase. 

Blastomyces dermatitidis does not require any of the commonly known tn*.- 
cessory factors for growth. Amino acids have a stimulatory rohn 
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s'rA^^U‘:s IX' ini*’. lwk nis'roiiv i)v iMiv'r«);\ioN'As 

HMArX ANh \l. l\ K1JU)I) 

Drptirlmntf nf .{fdmni uud HfUtl Patkolnijp, The PorMuj'rllrr IiiMitiilr for Medical Itescarch, 

Prltirehui, ,Vi'tv drrset/ 

Krrri\<Mi tor puhlii-aiion S<'iij(‘nil»(‘r I(>, IDII) 

I'hjlomoiuty^ itunrfarirns, i 1 h‘ root. iio(lul<‘ (}rj»;a.tiisins, and other related bacterial 
sfXHies may prndut'o, iti tia^ course* of their life fiistories, peculiar, star-shaped 
a|>;.i»;rep:ales of coils. Ifcijeriuck (ISUO) and Ihajerinck and van Dclden (1902) 
\v«‘r(* api)arently flic lirst to d(*s<*ribe this pluaiomenon. Working with the 
root no(hd(‘ bacteria, and Mr.tiliijf radiohacfvr (Ih^sc investigators interpreted 
this plaaiotuemai as being the ivsult of a, p(‘cutia.r type of branching or division 
of a single bacteaaum. At tln^ time, when Lbhnis (1921) was forniulating his life 
twcle theory, he also observed th(*s(‘ staa'-shapcxl bodies and concluded that they 
r(’pres(*ntnd {*videnc(* of <*onjun<*tion in tin*, bacteria. 

Itt Itis first re]>ort on tla‘subj<Md, fdesk(^ (1920) did not attempt to interpret the 
phenotmamn Imt later (192S) sugg(‘stnd that-, superlically at least, it had the 
appearance of a S(‘xua} stag<‘ in tlu* liie history of the bacterium, studied. Stapp 
ami Borlels {19011 [)r(\seid(‘d a, (l(‘ta,ile(l account of the (lirferent phases of the 
life ey<‘le of /Vi///o//anm.s’ These investigators devised a simple 

mcMlium which p<‘rmiltvd the initiation and dcwelopmont of largo numbers of 
Ijacierial stars and thus grtxit.ly liuhitabul their study. The medium con- 
sisttid of dilute rarrot* juic(^ a,nd [O.Ol per cent each of FcS 04 ‘ 7 H 20 and 
AIn8b)4*7I!d ). lhM‘(‘ntly Hta.p|) (1942) has stndied, with the aid of the Feulgen 
stnin, tln^ nuclear b(ha,vior within trh<^, a,ggregate. He has suggested that fusion 
of tlu^ mudea (>f tln^ individual in<unl)ers of the star results. 

()thi*r investigators, lnnv(W(‘r, hawc int.erpreted the phenomenon differently. 
Schrd.z<4 (19b2) stains that- tln^ a,ggi’(*gai-os n^sult fi’orn an entangling of flagella of 
1iu‘. itidividual jucanbers. liilaa* vi aL (IhKi) sugg(^st that further work is neces- 
sa,ry Ui dtdermine t in* possibility of U\v. ba.(?t(a4a being attracted l)y a particle with 
an ehxd.rie cfiarge diUVnait from that of the organisms. Other workers believe 
tliaf tlie baatarial sia.rs refm^semt^ a,n atbunpt by these organisms to form colonies 
sucji as a,rt^ fouiui in (ua*t.ain of t/fn^ algae and protozoa. 

W(s Imve invcvsfigalvd, with th(^ aid of an electron microscope, the various 
stag(‘s in the life hist.ory of Phylonionm liiMefaciens when that organism developed 
in a sp(xrial <‘arrot. nu^diiun. The ehroinatinic behavior within the star-shaped 
bodi(*s wa.s also studi(xl by nutans of the Feulgen procedure and light microscopy. 
If. is tliCi purp{ 4 S(^ of tlie present paper to report our findings. 

KXPUliIM,UNTAI. METHODS 

The highly motile Ohry. IIB strain of Phytomoms tumefaciens was used. It 
was grown on nut^rient glucose agar for 18 to 20 hours and then inoculated heavily 
iut,o the carrot Ijroth of Btapp and Bortcls (1931). The culture was permitted to 
incubate at room temperature for the desired period, 
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The carrot iiiediiiiii was prepared by 'first washing carrots in running tap water 
until all soil particles were removed. About 250 g of washed carrots were macer¬ 
ated ill a meat chopper, placed in 500 mi of tap water, and cooked for 30 minutes 
ill fioviiig steam. The carrot extract was filtered, and 200 mi of the juice were 
added to 1,200 mljof water. The solution was made slightly alkaline (pH 7.4) 
by the addition of sodium carbonate. Following the adjustment of the reaction, 
0.2 g of FeSOi-THsO and 0.2 g of MnS 04 * 7 H 20 in 100 ml of distilled water \\eTe 
added. The medium was placed in sterile test tubes to a depth of about three 
inches and sterilized intermittently in fiowing steam on three successive days. 
During sterilization a heavy browm precipitate was formed. This was allowed 
to settle to the bottom of the tubes, and the clear supernatant was pipetted into 
sterile test tubes to a depth of about two inches. The medium was then ready 
for use. 

F, In studying the chromatinic structure of the bacteria in the starlike cluster the 
following procedure was used. Films of the bacterial culture which had been 
grown on the carrot medium were made on clean glass slides. The preparations 
were fixed in osmic tetroxide vapor in a closed container for 20 miniites and then 
permitted to air-dry. The film was hj'drolyzed in x/I HCl at 58 C for periods 
vaiying from 5 to 40 minutes. Following hydrolysis the preparations were 
stained eitlier by the usual Feuigen method or with Loeffler^s alkaline methylene 
blue (Lewis, 1942; Diibos, 1945). The tw’o procedures gave comparable results 
although differentiation of the chromatinic bodies and the cytoplasm was found 
to be somewhat sharper with the methylene blue stain. No counter stain was 
used. These preparations w’-ere examined with a light microscope. 

Electron microscope preparations w^ere made b\^ placing a droplet of a diluted 
suspension of bacteria on the surface of the collodion-covered metal screens 
customaril}’' used for electron microscopy. After standing for several minutes 
most of the droplet wms withdrawn with folded lens paper. Care was taken not 
to touch the membrane with the paper. An RCA t\T)e E-\IC-1 instrument wns 
used in the study. 


EXPERIMENTAL RESULTS 

Fhyiomonm timiefacmis, the causal agent of the crowm-gall disease of plants, 
is described by Bergey et al. (1939) as a gram-negative bacterium that is 0.7 to 
0.8 by 2.5 to 3.0 microns in size. The flagella are polar, as shown in figure 1, 
no. 1 , and most strains are highly motile. When this organism is grown on 
nutrient glucose agar for 18 to 20 hours and then heavily inoculated into the iron 
manganese carrot medium, the bacteria are actively motile for the first few hours. 
During this period none of the characteristic star-shaped aggregates are found. 
At the beginning of the third hour, how’ever, a delicate, slimy veil can be ob¬ 
served on or dose to the surface of the medium. It is at this time that the 
aggregates begin to form. 

If the process of star formation is observed by means of a specially constructed 
chamber, such as that described by Stapp and Bortels (1931), one finds that in 
the third hour individual bacterial cells come to rest at or close to the surface of 
the medium. Following this, in each case, a second organism moves into the 
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vicinity of the quiescent bacterium and may either settle down next to the first 
or swim about it for a short period before coming to rest. A third organisiHj then 
a fourth, etc., follow the same procedure until the star-shaped bodies are formed. 
The aggregates may consist of as few as 2 or 3 organisms or as many as several 
hundred. It is believed probable, because of the behatior of the bacteria during 
the period in Avhich the stars are initiated, that the force that brings these or¬ 
ganisms together is chemotactic in nature. 

Figure 1, no. 2, shows a very young bacterial star that is composed of 5 
members. The preparation w^as obtained from a 4|“hour carrot broth culture 
and is incorporated here to show the relative position of the flagella. These 
structures were found to be at that end of the bacterium farthest from the center 
of the star. Since this species of bacteria has a single tuft of 3 to 6 flagella 
attached at only one end, this finding proves beyond reasonable doubt that the 
entangling of flagella of the individuals that comprise the aggregate is not a 
factor in star formation. 

The bacteria within the aggregate characteristically elongate and within 24 
hours may be two or three times their original length. Figure 1, no. 3, shows 
a 9-hour star in which elongation has already begun. In addition, this picture 
and no. 2 are interesting because they demonstrate the extrusion of a spherical 
mass of protoplasm from the bacterial cell. Thus far we have observed this 
phenomenon only at the ends of the bacteria farthest from the center of the 
aggregate. This may be due in part at least to the extreme difficulty of finding 
the star-shaped bodies at the proper stage of development and at the same time 
in such a position as to make the observation, possible. Further consideration 
will be given to this phenomenon below. The organisms continue to elongate for 
several days, and we have on occasion observed individuals as long as 30 microns. 
This represents a tenfold increase in length. Most bacteria, however, show a 
maximal elongation of somewhat less than half that figure. 

In addition to the increase in size, the organisms frequently show a pronounced 
swelling at the ends of the bacteria toward the center of the star. The swelling, 
which is well illustrated in figure 1, no. 4, be observed as early as the twelfth 
hour, but is most pronounced after the second day. 

The star-shaped aggregates become embedded in a slimy matrix very early in 
their formation and thereafter remain quiescent for a period ranging from 5 
days to 3 weeks. Many hundreds of these bodies can frecpienth" be found packed 
closely together in the gelatinous mass. The day following the formation of a 
star the individual members are bound together tenaciously. On repeated oc¬ 
casions these aggregates have been isolated, washed thoroughly in sterile media, 
and probed with microrods attached to a micromanipiilator in an attempt to pull 
them apart. Despite intensive probing these bodies maintained their char¬ 
acteristic shape and only after prolonged effort was it possible to bring about their 
disintegration. 

A typical 4-day-old bacterial star is showm in figure 2, no. 6. In this instance 
the five organisms radiate from a common center and adhere to one another 
only at their extreme tips. There is no evidence here of a fusion of the cells nor, 
as Stapp and Bortels (1931) have suggested, of a strand of protoplasm that con- 
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Fig. 1. No. 1. Electron micrograph showing arrangement of flagella in a typical young 
cell of Phytomonas tumefaciens. X 20,000 (Photograph by J. A. Carlile.) 

No. 2. Electron micrograph of a 4J-hour bacterial star. The flagella are attached to 
that end of the organism farthest from the center of the aggregate. X 15,000 (Photograph 
by J. A. Carlile.) 

No. S. Electron micrograph of a 9-hour bacterial star showing an early stage of cellular 
elongation. The extrusion of a spherical mass of protoplasm from one of the cells is shown. 
The Tatter is also found in No. 2. X 15,000 (Photograph by J. A. Carlile.) 

No. 4. Electron micrograph of a greatly elongated cell which has a characteristic 
swelling at one end. This type of cell is found following the dissolution of a bacterial star 
similar to that shown in No. 6. X 20,000 (Photograph by J. A. Carlile.) 

Ko.5. _ Electron micrograph of an elongated form in the process of division. The result¬ 
ing organisms are similar to that shown in No. 1. X 20,000 (Photograph by J. A. Carlile.) 




Fig. 2. No. 6. Electron micrograpii of a 4-day bacterial star. Only a moderate elongation 
of the cells has resulted in this specimen. Note that the central mass has approximately 
the same opacity as the bacterial protoplasm. X 22,500 (Photograph bjr J. A. Carlile.) 

No. 7. Light micrograph showing chromatinic material. The preparation was hydro¬ 
lyzed in n/1 HCl at 58 C for 30 minutes, Loefl3er^s alkaline methylene blue stain was used. 
A concentration of chromatinic material is found at the center of the aggregate. X 3,95() 
(Photograph by J. A. Carlile.) 

No. 8. Light micrograph showing a single, well-defined, Feulgen-positive body at the 
center of the bacterial star. The preparation was hydrolyzed at 58 C for 35 minutes and 
stained according to the Feulgen procedure. X 3,950 (Photograph by J. A. Carlile). 
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iiects ilie individual organisms. The central portion of the aggregate appears 
to be occupied by a substance that shows approximately the same opacity as 
does the protoplasm of the bacteria themselves. Although the nature of this 
substance could not be determined with the electron microscope, we neverthe¬ 
less feel confident that it is not foreign in origin but represents either a product of 
the bacterial cell, such as slimy mucilaginous material, or is perhaps bacterial 
protoplasm. This phase of the problem will be taken up in more detail below. 

Toward the end of the quiescent period, which, as has been pointed out pre¬ 
viously, is quite variable, a dissolution of the star-shaped bodies begins. Follow¬ 
ing disintegration the elongated components similar to that showm in figure 
1 , no. 4, float about in the medium and ultimately dhdde (no. 5) giving rise again 
to small motile forms (no. 1). Between the third and fourth weeks the culture 
no longer contains large numbers of starlike bodies but consists chiefly of small 
motile o!*ganisms, together with a lesser number of elongated cells. At this stage 
the individual organisms have the general appearance of those in the culture 
initially used. Thus, the cycle is completed. 

The question of the significance of star formation in the life history of Phy- 
tomonas iuniefackms has recently been studied by Stapp (1942). This investi¬ 
gator has followed the behavior of the chromatinic substance within the aggre¬ 
gate, and he suggests that fusion of this material results. AVe have undertaken 
to reinvestigate this phase of the problem tinctorially using both the Feulgen 
procedure and Loeffier's alkaline methylene blue. Both methods were applied 
to hydrolvised as well as imhydrolyzed specimens. 

It was found that in many instances the Feiilgen-positive material migrates to 
the end of the bacteria closest to the center of the star as shown in figure 2, no. 7\ 
In other instances distinct nucleoids appear at both ends of the cells. This 
distribution of chromatinic material is evident not only in bacteria that com¬ 
prise a star but also in certain elongated cells that are not members of an ag- 
gi'egate. In only a relatively few instances, however, have Ave found evidence of 
Avhat appeared to be an actual fusion of the Feulgen-positive material of the 
various bacteria comprising a star. Figure 2, no. 8, shows one such example in 
whicli a single Feulgen-positive body is located directly in the center of a seven- 
membered star. 

In the majority of instances, however, the central area appeared to be occupied 
by a substance that stained a very faint blue Avith the methylene blue stain. 
The staining reaction of this material aa^s the same W'hetlier the preparations 
Avere hydrolyzed or stained AAithout previous hydrolysis. The substance Avas 
probably bacterial slime. At times, hoAvever, one to several small granules 
that stained dark blue AA^ere found embedded in the lighter-staining matrix, 

DISCUSSION 

Attempts to explain the nature and possible significance of the so-called ^^star” 
phase in the life histoiy of Phytomonas iumefaciem have given rise to a number 
of diverse concepts. These have been briefly outlined in the introduction. 

We have reinvestigated the various possibilities suggested above by means of 
the electron microscope and the Feulgen staining technique. The electron 
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microscope was found to be admirably suited for a study of tbe relative position 
of the flagella as well as for detecting the possible presence of a centrally located 
granule that might be instrumental in attracting the bacteria. The results in¬ 
dicate that the flagella are attached to that end of the bacteria farthest from the 
center of the star-shaped body and do not, therefore, appear to be directly in¬ 
volved in the formation of the aggregate. Furthermore, there was no evidence 
to indicate the presence of a centrally located granule of foreign origin that 
might serve to attract the bacteria and thus account for the formation of these 
bodies. 

The comparison of the bacterial stars to certain colony types found in the algae 
and protozoa offers an interesting subject for speculation. Striking similarities 
as well as differences between these two kinds of bodies do, of course, exist and we 
believe that this interpretation cannot be ruled out until some other more plausi¬ 
ble explanation for the origin and development of the bacterial stars is advanced. 

The behavior of the chromatinic substance within the bacterial star is inter¬ 
esting and, as Stapp has indicated, there is a suggestion of a fusion of the Feulgen- 
positive material at the center of the aggregate. 

We have observed many bacterial stars in which a concentration of the chro¬ 
matinic substance was found in that part of the bacterial cell closest to the center 
of the star. The individual nucleoids were distinct, and they remained con¬ 
fined to the bacterial cell. We have also found some examples of what appeared 
to be actual fusion of the chromatinic material of the various bacteria comprising 
the aggregate. In these instances a single, large, well-defined, Feulgen-positive 
body was found directly in the center of the aggregate. These findings are, of 
course, very indicative of a simple form of sexuality in these bacteria. 

No evidence has been found to indicate that a fusion of the bacteria comprising 
a star takes place, or that protoplasmic strands, such as those described by Stapp 
and Bortels (1931), bind the organisms together. The question that aris^, 
therefore, is how the Feulgen-positive material which sometimes concentrates at 
the center of the aggregate leaves the bacterial cells. Although this question 
has not been definitely answered in the present study, we have found evidence to 
indicate that an extrusion of protoplasm from certain of the bacteria comprising 
newly formed stars takes place. This protoplasmic extrusion might be inter¬ 
preted as being the result of plasmoptysis. Howwer, plasmoptysis is usually 
associated with the sudden transfer of bacteria from a medium of high to one of 
very low osmotic value. It should be recalled that the carrot juice employed in 
this study was diluted with volumes of water, and therefore probably did not 
have an osmotic value greatly in excess of that found in the sterile tap water 
used for preparing the bacterial suspensions for the electron microscope studies. 

Should the extrusion of protoplasm be found to occur at the ends of the bacteria 
closest to the center of the aggregate as well as at the opposite ends where we 
have observed it, then the presence of the centrally located Feulgen-pcmrive 
material could be explained. If this were true it would also suggest a mechanism 
whereby a fusion of the protoplasm of the various bacteria compri^g a star 
could result. 

Because of the relatively few instance, however, in which we have ob^rved 
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what appears to be an actual fusion of the chromatiiiic material, we are reluctant 
to interpret the phenomenon as a conjugation at this time, and we believe that 
C 3 rtoIogica! studies alone will not suffice to clarify this question. It will be 
necessary to bring together in a single star different strains of the same species or 
individuals of closely related species and determine from this cross whether a re¬ 
combination of characters results. 


SUimARY 

The stages in the life history of Fhytomonas tumefddens as they occurred in the 
special carrot media of Stapp and Bortels have been studied by means of the 
electron microscope. 

The diverse concepts that have been advanced in an attempt to explain the 
origin and nature of the star-shaped aggregates that are found in the develop¬ 
mental cycle of this organism have also been investigated. It is felt that certain 
of the interpretations given this phenomenon, i.e., the entangling of flagella of the 
various members of the aggregate and the attraction of the organisms by a foreign 
particle of opposite electric charge, can be abandoned on the basis of the work 
reported here. 

A study of the chromatinic behavior within the bacterial stars revealed that in 
a small percentage of instances there was found what appeared to be a fusion of 
the Feulgen-positive material at the center of the aggregates. Although this 
finding is highly suggestive of a simple form of sejoiality in these bacteria, it is 
nevertheless felt that cytological studies alone are inadequate to determine the 
answer to this question vith certainty. 
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In an earlier report by the writer (Gray, 1941) it was demonstrated that var¬ 
ious strains and species of yeast vaiy vddely in their abilities to tolerate alcohol 
in high concentrations. Four strains of Saccharomyces cerevisiae Hansen, the 
alcohol tolerances of which had been pre\dously determined, were later shovm 
(Gray, 1945) to vary also in their capacities to tolerate glucose in high concen¬ 
trations, and it was pointed out that for these four strains, glucose tolerance 
varied directly with alcohol tolerance. In view of the possibility of a yeast strain 
possessing certain desirable characteristics (e.g., fast fermentation rate, etc.) but 
exhibiting low alcohol and glucose tolerances, it was felt desirable to determine 
if these tolerances could be raised by a process of acclimatization. 

EXPEKBIENTAL PROCEDURE 

The yeast strain used throughout this work was S, cerevisiae Hansen (strain 
no. 1, Seagram yeast stock culture collection), and in aU experiments the medium 
used was composed of 0.5 per cent EZH 2 PO 4 , 0.7 per cent of Difco yeast extract, 
and glucose, the medium being adjusted with 0.1 n H2SO4 to a pH of 4.4 to 
4.5. In previous work the medium employed consisted of 10 per cent yeast 
water plus glucose, but in the present work a medium mth no suspended 
material was desired, so the first experiments were concerned primarily with the 
preparation of a clear medium from which glucose would be utihzed as readily 
as from yeast water. 

In the first experiment a simple medium consisting of 0.3 per cent Difco yeast 
extract (hereinafter referred to as DYE) plus glucose in concentrations ranging 
from 5.26 to 20.64 per cent was prepared. Twenty-five-ml lots of medium were 
inoculated with 0.5 ml of yeast suspension (0.25 ml freshly centrifuged yeast sus¬ 
pended in 1.0 ml of medium) and incubated without agitation at 30 C for 72 
hours. At the end of the incubation period, glucose determinations were made 
by the method of Stiles, Peterson, and Fred (1926). Final glucose analyses 
showed that the percentage of glucose utilization was low, r^ardless of the 
initial glucose concentration. Because of the low glucose utilzation this 
medium was obviously unsatisfactory, so attempts were made to improve it* 
With the thought that the medium might be deficient in phosphate, a series of 
fermentations were set up using media condsting of 0.3 per cent DYE and 22 
per cent glucose, plus KH 2 PO 4 in amounts varying from 0.01 to LO gm per 100 
ml. The results of 72-hour fermentations employing these media are pre^ted 
in table 1 and figure 1 . 
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^ The results in table 1 and figure 1 show that the percentage of glucose util¬ 
ization from 0.3 per cent DYE medium can be increased by the addition of 
EIH 2 PO 4 in amounts ranging from 0.01 to 0.5 gm per 100 ml; the addition of 
greater amounts effected no further increase in glucose utilization. 

A series of fermentations was then run with 0.3 per cent DYE and 0.5 per cent 

TABLE 1 

The effect of KH2PO4 addition upon glucose utilization from O.S per cent D YE medium 
(Initial glucose: 22.0 gm per 100 ml) 


KHsPO* 

PINAL GLUCOSE 

GLUCOSE UTILIZATION 

gmilOO ml 

gm/100 ml 

% 

0.01 

m.m 

27.27 

0.05 1 

14.640 

33.45 

0.10 

13.440 

38.91 

0.50 ^ 

11.408 

48.15 

1.00 1 

11.424 

48.07 


50 



0.1 0.5 1.0 

CffliMS KHsPO; PSffi 1C50 ML 

Fia. 1. The Epeect op KHi5p04 Concenteation upon Glucose Utilization peom 0.3 
PER CENT Dipco Yeast Extract Medium 
Initial glucose : 22.0 gm per 100 ml. 

KHfPOi medium plus rarying amounts of glucose, in order to determine if the 
glucose tolerance was the same in this medium as it was in 10 per cent yeast 
water glucose medium. The results of this experiment are graphically illus¬ 
trated in figure 2 and show that the latter medium is superior insofar as glucose 
utilimtion is cohcemed. 
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Another series of fermentations was run to determine if increasing the DYE 
content would bring about an increase in the percentage of sugar utilisation. 
In this experiment the medium consisted of 0.5 per cent KH 2 PO 4 , 10.128 per 



IKITTAL GLXCSf — P»5? 100 ML 

Fig. 2, Glucose Utilization from Yeast Water Medium and Medium Containing 
O.S PER CENT Difco Yeast Extbact (DYE) Plus 0.5 per cent KH 2 PO 4 


TABLE 2 

The effect of DYE concentration upon glucose utilization 


(Initial glucose: 10.128 per cent) 


FESMENTEa NO. 

PER CENT DYE 

INITIALpH 

PINAI. GLUCOSE 

glucose utilized 

AVERAGE GLUCOSE 
UTILIZED 




gm/100 ml 

% 

% 

i 

0.3 

4.50 

1.972 

80.53 

79.89 

2 

0.3 

4.50 

2.404 

76.26 


3 

0.5 

4.43 

0.328 

96.36 

94,84 

4 

0.5 

4.43 

0.676 

93.32 


5 

0.7 

4.47 i 

0.100 

99.01 

98.98 

0 

0.7 

4.47 ^ 

0.106 

98,95 


7 

1.0 

4.50 

0.118 

98.73 

98.79 

8 

1.0 

4.50 

0.117 

98.84 


9 

1.5 

4.50 

0.161 

^'98.41 

98.43 

10 

1.5 

4.50 

0.157 

98.46 



cent glucose, and DYE in amounts varying from 0.3 to 1.5 gm per 100 ml. 
The results obtained from 72-hour fermentations are presented in table 2. 
From the results &ven in table 2 it may be seen that, by increasing the con- 
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centratioB. of DYE, glucose utilization, can be increased. Since the greatest 
percentage of utilization was from medium containing 0.7 per cent DYE, this 
concentration was employed for all subsequent work. Glucose tolerance was 
then determined for yeast no. 1 using a medium consisting of 0.5 per cent KH 2 " 
PO 45 0.7 per cent BYTE, and glucose in varying amounts, and it was found that 
the glucose tolerance was approximately the same as that obtained when 10 per 
cent yeast water glucose medium was used. Hence, in the following experiments 
all media were prepared using 0.7 per cent DYE and 0.5 per cent KH 2 PO 4 . 

Acclimatizaiwn of yeast to akohoL An attempt was made to acclimatize yeast 
to higher concentrations of ethyl alcohol than it can normally withstand by daily 
passage into fresh medium containing 12.5 per cent ethyl alcohol by volume and 
11.3 gm of glucose per 100 ml. Transfers were made at 24-hour intervals, and 
at the end of 15 such transfers the yeast cells were no longer viable. It is pos¬ 
sible that the yeast could have been acclimatized by daily passage into a grad¬ 
ually increasing alcohol concentration; however, in the present work no such 
attempt was made. 


TABLE 3 

A comparison of the glucose tolerances of acclimatized and nonaccUmatized yeasts 


(Based on 72-liour fermentations) 


INITLtt GLUCOSE 

PEHCENTAGE OF GLUCOSE UTILXZED 

Nonaccl. yeast 

Acclimatized yeast 

gm/IOO ml 



5.28 

98.79 

98.72 

9.94 

98.54 

97.66 

15.23 I 

84.39 

89.96 

20.40 j 

‘ 69.70 

75.84 


Acclimatization of yeast to glucose. Acclimatization to high concentrations of 
glucose was accomplished by daily transfers to fresh medium containing 20 per 
cent glucose. After 27 such transfers the glucose tolerances of acclimatized 
and nonacclimatized yeast were determined. These determinations were made 
m previor^lj described by inoculating 25-ml portions with 0.5-inl portions of 
yeast suspension (0.25 ml of freshly centrifuged wet yeast from a 24-hour-old 
culture, suspended in 1.0 ml of medium) and incubating for 72 hours. The 
results of these determinations, which are presented in table 3 , show that the 
glucose tolerance of the acclimatized yeast was slightly higher than that of the 
nonacclimatized yeast. 

The acclimatized culture was tested after 51 and 61 daily parages, and in both 
instance the results obtained were similar to those obtained with the culture 
which had received 27 transfers. In view of the possibility of these differences 
being due to differences in cell counts of inocula, several experiments were run 
in which the counts of the inocula were adjusted so that the suspension of ac- 
j:^ciiniati^ yeast had, in^ each experiment, apprcmmately the same number of 
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cells per ml as the suspension of nonacclimatized yeast. The results of these ex- 
perimentSj a summation of which is given in table 4, confirm the findings of the 
earlier experiments. 

The eff ect of acclimatization upon alcohol tol^ances. Since in earlier work it was 
shown that yeasts of normally high alcohol tolerance also exhibited high glucose 
tolerance as compared with yeasts of low alcohol tolerance, it might be reasonably 
assumed that since the glucose tolerance of yeast no. 1 had been raised, the 
alcohol tolerance would also be raised. A preliminary experiment was run to 
determine this point simply by setting up duplicate fermentations with ac- 

TABLE 4 


The glucose tolerances of acclimatized and nonacclimatized yeasts 


YEAST TYPE 

NO. OP 
TEANSPEES 

INOCCLTJM 
CEU. COUNT 

NO, OP EEP- 
LICATE FEE- 
MENTATIONS 

: INITIAL GLU¬ 
COSE 

1 AVEEAGE 
GLUCOSE 
UTILIZED 

Acclimatized. 

27 

milHans/ml 

43 

2 

gm/BO ml 

17.461 

% 

68.93 

Nonacclimatized. 


43 

2 i 

17.461 1 

65.75 

Acclimatized.i 

37 

30 

2 1 

20.016 

62.07 

Nonacclimatized. 


30 

2 

20.016 

58.38 

Acclimatized. . . 

43 

30 

8 

20.323 

62.45 

Nonacclimatized. 


30 

! s 

j 20.323 i 

58.73 


TABLE 5 


Alcohol tolerances of acclimatized and nonacclimatized cultures of yeast no. 1 


PEEMENTEE 

NO. 

YEAST 

1 INITIAL GLU¬ 
COSE 

INITIAL EtOH 

24-he glucose 

GLUCOSE UTIL¬ 
IZED 

AVEEAGE 

GLUCOSE 

UTILIZED 



g/100 ml 

% by voU 

gilW ml 

% 

1 % 

lA 

Nonaccl. 

1.440 

9.13 

0.348 

75,83 

72.99 

IB 

Nonaecl. 

1.440 

9.13 i 

0.340 

70.14 


2 A 

Accl. 

1.440 

9.13 

0.674 i 

53.19 

53.26 

2 B 

AccL 

1.440 

9.13 

0.672 1 

53.33 


3A 

Nonaccl. 

1.440 

0.0 

0.033 

97.74 


3B 

Accl. 

1.556 

0.0 

0.033 

97.74 



elimatized {61st passage) and nonacclimatized yeast in naedium containing 
9.13 per cent ethyl alcohol by volume. After 24 hours, glucose determinations 
were made and the percentage of glucose utilization was calculated. The re¬ 
sults of this experiment are presented in table 5. 

This preliminary experiment showed that under conditions of an initial 
ethyl alcohol concentration of 9.13 per cent the nonacclimatized yeast was able 
to utilize 72.99 per cent of the glucose supplied during the 24-hour incubatian 
period, whereas the acclimatized yeast utilized only 53.26 per cmt. Gontr^y to 
expectations the culture of hi^er glucose tolerance did not exhibit a hi^er 
alcohol tolerance, but instead showed a lower alcohol tolerance. Smce the 
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inocula for tMs experimeat were prepared in each, case by adding 0.5 ml of yeast 
suspension (0.25 mi of wet yeast per ml of suspension), it was felt that another 
experiment should be run using inocula standardized on the basis of equal cell 
counts. In this experiment three different alcohol concentrations (8, 10, and 
12 per cent) were employed and each 25-nil fermentation received 0.5 ml of 
yeast suspension which had a cell count of 185 million cells per ml. The initial 
glucose concentration was 1.446 gm per 100 ml; all media were adjusted to pH 
4.5, and the fermentations w'ere incubated for 24 hours at 30 C, after which 
time final glucose determinations were made. The results of this second ex¬ 
periment corroborated the findings of the first experiment in that the nonac- 
clmatized yeast exhibited a higher alcohol tolerance, although its glucose toler¬ 
ance was lower than that of the acclimatized yeast. Complete data from the 
second experiment are presented in table 6. 


TABLE 6 

Alcohol tolerances of acclimatized and nonacclimatized cultures of yeast no. 1 
(Initial glucose: 1.446 gm per 100 ml) 


rERMENTER NO. 

YEAST TYPE 

INITIAL EtOH 

24-hs glucose 

GLUCOSE UTILIZED 



% by volume 

gm/lOO ml 

% 

1 

NonaccL 

8 

0.040 

97.23 

lA 

Accl. 

8 

0.038 

97.37 

2 

NonaccL 

10 

0.718 

50.37 

2A 

Accl. 

10 I 

0.835 

42.24 

3 i 

Konaccl. 

12 

1.170 

19.08 

3A ! 

Accl. 

12 

1.252 

13.41 

4 i 

NonaccL 

0 

0.031 

97.85 

4A 

Accl. 

0 

0.032 

97.82 


DISCUSSION 

In the light of the foregoing results it seems obvious that the normal glucose 
tolerance of a yeast can be raised by the simple process of daily transfer to fresh 
medium of high glucose content. A similar method for acclimatizing a yeast to 
higher concentrations of alcohol than it can normally withstand was tried but 
found unsuccessful, although the possibility still exists that this might be ac¬ 
complished by gradually increasing the alcohol concentration of the medium 
through a long series of cultures. 

The most rignificant finding of the foregoing work was the fact that, although 
ye^ts of normally high glucose tolerance also exhibit high alcohol tolerance, in 
the present mstance when the glucose tolerance of yeast no. 1 was raised through 
a proe^ of acclimatization, the alcohol tolerance was lowered. This problem 
m being further investigated with the view of making quantitative determinations 
of certain yeast cell constituents of both acclimatized and nonacclimatized yeaat 
in order to determine what changes accompany the change in alcohol and 
^ucose tolerances during the acclimatization proc^. 
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centraHnii^^t^ possible, by daily transfer to mediiun of high glucose con- 

erancp in gl'^^ose tolerance of yeast. Increasing glucose tol¬ 

erance m this manner resulted in decreased alcohol tolerance. 
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PROCEEDINGS OF LOCAL BRANCHES OF THE SOCIETY OF 
AMERICAN BACTERIOLOGISTS 


NORTHERN CALIFORNIA-HAWAIL4N BRANCH 

School, San Feancisco, Galifoenia, June 22^ 1946 


Staneobd IlNiyEBSiTT Medical 

A Repoet of the Deteoit National 
Meeting op the Society op American 
Bacteriologists. James Berry^ U. S, 
Western Regional Research Laboratory. 

Streptomycin Use in a Case of Colon 
Bacillus Meningitis. E, I. Bugarman, 
Sugarman Laboratories, San Francisco. 
A case report of colon bacillus meningitis 
which was treated successfully with strepto¬ 
mycin. This is the fourth case on record 
which has been treated successfully with 
this drug. 

Encephalitis in Calpornia. E, E. Len- 
netie. Virus Laboratory, California State 
Department of Public Health. 

A report on the encephalitis problem in 
California, and a presentation of the pre¬ 
liminary methods of study. 

Biological and Biochemical Factors in 
FeniciIlin Production, K. S, Pilcher, 
Cutter Laboratories, 

Of the biological factors influencing the 
yield of penicillin produced by fermenta¬ 
tion, none is more important than the 
inherent capacity of the strain of mold 
employed to produce penicillin. Starting 
with strains isolated from natural sources, 
various investigators have been able to 
select mutant strains from spores irradiated 
with ultraviolet light or X-ray which are 
much superior to the parent strains. 
Strains now in use give yields of penicillin 
several “fold greater than those obtained 
with earlier strains. 

In the fermentation medium commonly 
emplcyed, corn steep liquor and lactose 
are the most important components. The 
corn steep liquor plays a complex role, 
providing both sources of energy and 
nitrogenous compounds needed in building 
cellular protoplasm. In addition, it supplies 
mineral elements, certain growth factors, 
and possibly a specific precursor of peni¬ 
cillin. The lactose provides a slowly fer¬ 


mented carbohydrate source which helps to 
stabilize the pH of the medium throughout 
the fermentation. 

At least five naturally occurring peni¬ 
cillins have been identified. They have 
been called F, G, K, X, and di-hydro F. 
Other unidentified compounds probably 
exist. 

Synthesis of Di- and Polysaccharides 
with Bacterial Preparations. Jf. 
Doudoroff, Department of Bacteriology, 
University of California. 

An elucidation and discussion of pre¬ 
viously published material. 

Problems on Grow’'th and Assimilation 
IN Yeast Cultures. C. E. Clifton, 
Department of Bacteriology, Stanford 
University. 

A discussion of some of the problems 
encountered and the factors involved in the 
growth and assimilation in yeast cultures. 

Effect of Method of Reconstitution on 
THE Plate Count of Powdered Mile. 
E, E, Garrison, Golden State Co., Ltd. 
Bacterial plate counts were made on milk 
powders reconstituted in distilled water 
and in distilled water containing different 
concentrations of disodium phosphate 
(Na 2 HP 04 T 2 H 20 ), lithium hydroxide 
Cli 0 H'H 20 ),potassium fluoride (KF- 2 H 20 ), 
and sodium citrate (NaaCiH 507 - 2 Hs 0 ). 
The dilution bottles contained glass beads 
and were warmed to 45 C before using. 

The milk powders were not always com¬ 
pletely dispersed in distilled water and the 
powder particles interfered with the count¬ 
ing of bacterial colonies on the agar plates 
prepared from the lower dilutions. Di¬ 
sodium phosphate was unsatisfactory for 
reconstituting milk powder; a 1.25 percent 
solution frequently failed to completely 
disperse the powder sample and the; .ex¬ 
cessive .foaming made pipettingJ‘difficult. 
Dilution water that contained O'.ffi’S per cemi 
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litMiini tydroxide or 0.75 per cent potassium 
fiuoride usually gave good dispersion of 
the milk powders, but both solutions were 
definitely bactericidal. The best results 
were obtained by reconstituting the milk 
powder in a 1.25 per cent solution of sodium 
citrate since this solution usually com¬ 
pletely dispersed the powder and showed no 
evidence of being bactericidal. 

Studies on the ^‘Bacteeicidal” Action 
OF the Quaternary Ammonium Com¬ 
pounds. C. S, Mudgej Department of 
Dairy Bacteriology, University of Cali¬ 
fornia at Davis. 

A New Bacterial Vitamin Occurring in 
PlantI\/Literial. A, A, Andersen^ U. S. 
Western Regional Research Laboratory. 
A new factor has been discovered while 
studying the nutritional requirements of 
certain undescribed bacteria isolated from 
spoiling tomato puree. The factor is not 
present in nutrient glucose agar. Sixteen 
known vitamins would not replace it. It is 
widely distributed in organic nature, having 
been detected in many fruits, vegetables, 
yeasts, molds, and bacteria. All plant 
materials tested were found to contain the 
active factor except in a few cases in which 
the presence of antibiotic material obscured 
its demonstration. 

The factor is stable to autoclaving and to 
sunlight through glass. It is soluble in 
water, ethanol, and other organic solvents, 
in varying degrees. It is dialyzable, not 
precipitated by lead, silver, or barium 
salts, and is unaffected by hydrogen sulfide. 
It is adsorbed on charcoal, better at pH 7,0 
than 4.0 or 10,0. Elution is not effected 


with dilute or concentrated ammonium 
hydroxide, but is effected with ethanol- 
water-ammonia (70:25:5). It is not ad¬ 
sorbed on fuller^s earth from aqueous 
solution but is adsorbed from ethanol 
or other organic solvents by adsorb¬ 
ents of this type. Magnesium oxide, 
supersorb, fiorex, kaolin, permutit, and 
alumina adsorb the activity from solvents 
higher in the series than ethanol, which 
serves as an eluting agent. Its properties 
differentiate it from the vitamins and 
growth factors described in the literature. 
.,Jt appears that cultural methods, using 
standard media, may be inadequate in the 
examination of foodstuffs, naturally con¬ 
taining the factor, and possibly harboring 
in consequence an extensive bacterial flora 
which apparently escapes detection in 
routine tests. 

Cultivation op the Murine SK Strain of 
Poliomyelitis Virus in Developing 
Eggs. Edwin W, Schultz and John B. 
Enright, Department of Bacteriology and 
Experimental Pathology, School of Medi¬ 
cine, Stanford University, California. 
The mouse-adapted SK strain of polio¬ 
myelitis virus described by Jungeblut and 
Sanders (J. Exptl. Med,, 1940, 72^ 407) has 
been carried through 14 passages in develop¬ 
ing eggs without evident diminution in the 
concentration of virus. Multiplication of 
the virus was associated with a high inci¬ 
dence of deaths in the embryos between the 
second and fifth days. The incidence was 
higher in inoculated eggs incubated at 35 C 
(80 per cent) than in eggs incubated at 37 C 
(40 per cent). Virus from the tenth passage 
was neutralized by murine SK antiserum 
insignificant dilutions. 
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— material in bacteria, staining method, 665 
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—, staphylococcal, in the Northwest, 163 
Meningococcus carriers (title only), 163 ^ 
Metanilamide against avian malaria (tit 
only), 403 

Microbic dissociation, effect of serum, 243 
Micrococci, anaerobic gram-positive, 
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Pickle fermentation, lactic acid bacteria 
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Plant residues decomposed by fungi, 149 
Platelets of rabbit adhering to bacteria, 439 
Poliomyelitis and folic acid deficiency, 105 
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— variants resembling Proteus, 431 
Sodium fluoride fortified by sodium 

chloride, 612 

Soil structure affected by microorganisms, 
150 

Spirochete, single individuals cause relap¬ 
sing fever, 401 

Sporeformers, key for aerobic, 400 
Spores, resistance to penicillin, 89 
—, resistance to streptomycin, 142 
Sporulation, variation in, 51 

— frequency in different media, 51 
—medium for yeasts, 611 

Spotted fever and p-aminobenzoic acid, 402 
Stain, acid-fast, nature of, 99 
Star formation by Fhytomonas iumefadens, 
695 

Starch counteracting growth inhibitor from 
agar, 453 

— in preparation of smooth Salmonella 

antigens, 367 

Streptin, a new antibiotic, 502 
Sireptohacillm moniliformis infection (title 
only), 151 

Streptococcus faecalis, amino acid needs, 601 
— faecalis, glycolytic stimulant for, 403 
—faecalis food poisoning (title only), 152 
Streptogenin, a new growth factor, 501 
Strept&myces griseus, isolation of antibiotic 
strains, 393 

— grisem, nutritional requirements, 223 
Streptomycin, acquired resistance by 

Shigellae (title only), 259 
—, acquisition of resistance to, 471 
—, isolation of good Streptomyces strains, 
393 

potentiation by enzyme inhibitors, 602 
—resistance of bacterial spores, 142 

— against arthritis, limitatio'ns, 399 

— against brucellosis (title only), 404 

— against contamination of chick embryos, 

67 

— against meningitis, 711 

—' against whooping cough (title only), 404 
•— as antifimgal antibiotic, 610 

— interferenw by, reducing agents, 150 

— -reastant 'Strain 'U^d to identify anti¬ 

biotics, 501 


Streptothricin, toxicity of, 399 

— manufacture (title only), 400 
Sugar tolerance of yeast, induced, 703 
Sulfonamide resistance, mutation in, 152 
Swarming of Enterobacteriaceae, 519 
Syntrophism, 503 

Tartrate decomposition by colifonn bac¬ 
teria, 311 

Temperature, death by law, 71 

— affecting rate of phagocytosis, 337 
Tetanus toxin potentiation by broth and 

serum, 169 

Thiamine protecting chicks against en¬ 
cephalomyelitis, 467 

Thiopyrimidines inhibiting bacteria, 575 
Thiouracil antagonized by uracil, 575 
Tomatin, antibiotic from tomato, 601 
Trace element requirements of rhodobac- 
teria, 218 

Transfusion, care taken in, 399 
Trichinosis, serology of (title only), 151 
Trimethylamine oxide reduction by Er- 
xoinia, 144 

Tuberculin hypersensitivity, transfer of 
(title only), 152 

Tularemia, chemotherapy of (title only), 602 
Typhoid antigens administered orally, 149 

Urea assimilable by all yeasts, 293 

— fermentation, new medium for, 303 

— fermentation differentiating Enterohac- 

teriaceae, 461 

Vaccinia affecting functional normality of 
chick embryos, 617 

Variants, resistant to streptomycin, 471 
Variation, see also Mutations, 

— of Escherichia coli, 417 
Violacein, pigment and antibiotic, 145 
Virus diseases influenced by ether anes- 

th esia (title only), 402 
Viruses and cancer (title only), 404 
Viscous materials, aseptic handling of, 373 
Vitamin, new bacterial, from plants, 712 
Vitamins, see also Growth factors, 

— controlimg nitrogen assimilation, 293 
Volutin inclusions in Eansenula, 487 

Walker index applied to vaccinia-infected 
chick embryos, 617 

Weed killers, effect on soil bacteria (title 
only), 404 
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Xylose oxidation by Pseudomonas^ 581 

Yeasts assimilation and growth problems, 
711 

—, nitrogen assimilation tests with, 293 


— acclimatization to high sugar concentra¬ 

tion, 703 

— manufactnre on laboratory scale, 229 

— sporulatlon, medium for, 611 

— vitamins controlling assimilation, 293 
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